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Sir: 

Applicant hereby appeals the final rejection of claims 17-20, 23-26, 31 and 33- 
35, in the Office Action dated February 23, 2009, and submits the present Appeal 
Brief pursuant to 37 CFR § 41 .37. 



1 



1522100 



MASSFELDER et al. 
Serial No. 10/520,085 
Atty. Ref.: 3665-133 
Appeal Brief 
August 28, 2009 

Table of Contents Page 

(1 ) REAL PARTY IN INTEREST 3 

(2) RELATED APPEALS AND INTERFERENCES 4 

(3) STATUS OF THE CLAIMS 5 

(4) STATUS OF THE AMENDMENTS 6 

(5) SUMMARY OF CLAIMED SUBJECT MATTER 7 

(6) GROUNDS OF REJECTION TO BE REVIEWED ON APPEAL 9 

(7) ARGUMENT 10 

(8) CLAIMS APPENDIX 30 

(9) EVIDENCE APPENDIX 32 

(10) RELATED PROCEEDINGS APPENDIX 36 



2 



1522100 



MASSFELDER et al. 
Serial No. 10/520,085 
Atty. Ref.: 3665-133 
Appeal Brief 
August 28, 2009 

(1) REAL PARTY IN INTEREST 

The following are the real parties in interest: 

UNIVERSITE LOUIS PASTEUR, 4, RUE BLAISE-PASCAL, STRASBOURG, 
FRANCE 67000; 

INSTITUT NATIONAL DE LA SANTE ET DE LA RECHERCHE MEDICALE 
(INSERM), 101, RUE DE TOLBIAC, PARIS CEDEX 13, FRANCE 75654; and 

HOPITAUX UNIVERSITAIRES DE STRASBOURG, 1, PLACE DE 
L'HOPITAL, B.P. 426, STRASBOURG CEDEX, FRANCE 67091, 

by way of an Assignment from the appellants, recorded in the U.S. Patent and 
Trademark Office on April 18, 2005, at Reel 016935, Frame 0676. 
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(2) RELATED APPEALS AND INTERFERENCES 

The appellant, the appellant's legal representative, and the assignees are not 
aware of any related prior or pending appeals or interferences or judicial proceedings 
which will directly affect or be directly affected by or have a bearing on the Board's 
decision in this appeal. 
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(3) STATUS OF THE CLAIMS 

Independent claim 17, and dependent claims 18-20, 23-26, 31 and 33-35, are 
pending. 

Independent claim 17, and dependent claims 18-20, 23-26, 31 and 33-35, 
have been finally rejected. 

The application was filed with claims 1-16, which were canceled by way of a 
Supplemental Amendment filed April 18, 2005, which added new claims 17-37. 

Claims 17, 33, 34 and 35, were amended, and claims 21, 22, 37-30, 32, 36 
and 37, canceled, without prejudice, in an Amendment filed April 16, 2007. Claim 17 
was further revised, without prejudice, in an Amendment filed September 6, 2007. 
Claim 17 was further revised, and new claims 38-52 added, without prejudice, in an 
Amendment After Final Rejection filed January 10, 2008. 

Claim 17 was revised and claims 38-52 canceled, without prejudice, in an 
Amendment filed April 22, 2008. Claim 17 was again revised, without prejudice, in an 
Amendment filed November 27, 2008. 

Independent claim 17, and dependent claims 18-20, 23-26, 31 and 33-35, 
have been rejected in the Office Action of February 23, 2009 and are the subject of 
the present appeal. 

A copy of all the rejected claims 17-20, 23-26, 31 and 33-35, i.e., the claims 
involved in the appeal, is attached as a Claims Appendix, pursuant to Rule 
41.37(c)(1)(viii). 
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(4) STATUS OF THE AMENDMENTS 

No amendments have been filed subsequent or in response to the Final 
Rejection of February 23, 2009. 
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(5) SUMMARY OF CLAIMED SUBJECT MATTER 

Pursuant to 37 CFR § 41.37(a)(2)(v), the following is a concise explanation of 
the subject matter defined in each of the independent claims involved in the appeal, 
which shall refer to the specification by page and line number, and to the drawing, if 
any, by reference characters. 

Claim 17 is the only independent claim of the claims on appeal. 

Independent claim 17 defines a method for treating a kidney cancer (see for 
example, independent claim 17, page 6, lines 5-12 and 18-19 of the specification as 
well as originally-filed claim 1) which involves the administration to a subject of an 
effective dose of a PTHrP antagonist (see for example, independent claim 17, page 
6, lines 9-10 of the specification as well as originally-filed claim 1) for inhibiting or 
decreasing a tumor growth ( see for example, independent claim 1 7, page 6, lines 
13-17 of the specification as well as originally-filed claim 3) or a pharmaceutical 
composition containing it (see for example, independent claim 17, page 6, line 32 
through page 7, line 2 of the specification), said PTHrP antagonist being an anti- 
PTHrP antibody (see for example, independent claim 17, page 7, lines 7-10 and 30- 
33 of the specification as well as originally-filed claims 5 and 12) that binds amino 
acids 34-53 of PTHrP (see for example, independent claim 17, page 9, lines 10-15 of 
the specification). 

The details of dependent claim 18 finds support, for example, at lines 5-8 on 
page 6 of the specification. 
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The details of dependent claim 19 find support, for example, on page 6, lines 
9-12 of the specification. 

The details of dependent claim 20 find support, for example, on page 6, lines 
11-12 of the specification. 

The details of dependent claim 23 find support, for example, on page 6, lines 
27-29 of the specification. 

The details of dependent claim 24 find support, for example, on page 7, lines 
7-8 of the specification. 

The details of dependent claim 25 find support, for example, on page 7, lines 
9-10 of the specification. 

The details of dependent claim 26 find support, for example, on page 7, lines 
9-10 of the specification. 

The details of dependent claim 31 find support, for example, on page 7, lines 
30-32 of the specification. 

The details of dependent claim 33 find support, for example, on page 7, lines 
33-34 of the specification. 

The details of dependent claim 34 find support, for example, on page 8, lines 
26-30 of the specification. 

The details of dependent claim 35 find support, for example, on page 8, lines 
30-31 of the specification. 
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(6) GROUNDS OF REJECTION TO BE REVIEWED ON APPEAL 

The following ground of rejection is presented for review: 

Whether the invention of claims 17-20, 23-26, 31 and 33-35, are supported by 

an adequate written description, as required by 35 U.S.C. § 112, first paragraph. 
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(7) ARGUMENT 

The claimed invention is adequately described by the present specification, 
and the rejection of claims 17-20, 23-26, 31 and 33-35 under 35 U.S.C. § 112, first 
paragraph, should be reversed. Consideration of the following and attached in this 
regard is requested. 

The Examiner has asserted, as the basis for the rejection, that the "genus" of 
antibodies included in the method of independent claim 17 (i.e., "an anti-PTHrP 
antibody that binds amino acids 34-53 of PTHrP" (emphasis added)") are allegedly 
not described in the specification. 

One of ordinary skill in the art will appreciate from a review of the specification, 
as well as the advanced level of skill in the art and the evidence of record, that the 
applicants were in possession of the claimed invention at the time the application was 
filed. 

The specification describes anti-PTHrP (34-53) antibodies, as required by the 
claimed invention. 

One of ordinary skill will appreciate that a description of an "anti-PTHrP (34- 
53) antibody" refers generally to an antibody that binds residues 34-53 of PTHrP. 
The following evidence is submitted in support of the general nature of such a 
disclosure and the general understanding of one of ordinary skill in the art: 

(a) Okada et al "Immunohistochemical Localization of Parathyroid Hormone- 
related Protein in Canine Mammary Tumors" Vet Pathol 34: 356-359 (1997) (copy 
attached as Evidence Appendix (a)) (describing an antibody to "PTHrP (1-36)" (page 
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356 right column), the use of a "commercially available rabbit-derived anti-PTHrP 
(34-53) antibody" (id..), and the N-terminus (1-36) and midregion (36-111) of PTHrP); 

(b) Verheijen et al, "Parathyroid hormone-related peptide (PTHrP) induces 
parietal endoderm formation exclusively via the Type I PTH//PTHrP receptor" 
Mechanisms of Development 81 (1999) 151-161 (copy attached as Evidence 
Appendix (b)) (describing the N-terminus of PTHrP as "PTHrP (1-34)" ( see page 151, 
left column), the use of the N-terminal fragment "PTHrP(1-34)" and full length version 
"PTHrP(1-141)" (see page 152, right column), and fragments spanning amino acids 
67-86, 67-94 and 107-139 as "PTHrP(67-86)", PTHrP(67-94)" and "PTHrP(107-139)", 
respectively ( see page 153, left column and Figure 1, and the "Materials" section on 
page 158 which describes the source of peptides and antibodies)); 

(c) Thorikay et al., "Synthesis of a gene encoding parathyroid hormone-like 
protein-(1-141): purification and biological characterization of the expressed protein" 
Endocrinology, Vol 124, 111-118 (1989) (abstract) (copy attached as Evidence 
Appendix (c)) (describing "PTHLP" as a 141 amino acid protein designated "PTHLP- 
(1-141)"); 

(d) Fenton et al., "A carboxyl-terminal peptide from the parathyroid hormone- 
related protein inhibits bone resorption by osteoclasts." Endocrinology. 1991 

Oct; 129(4): 1762-8 (Abstract) (copy attached as Evidence Appendix (d)) (describing a 
carboxy fragment of PTHrP as "PTHrP-(107-139)" ); 

(e) Santos et al "Up-regulation of parathyroid hormone-related protein in folic 
acid-induced acute renal failure" Kidney International, vol. 60 (2001), pp 982-995 



11 



1522100 



MASSFELDER et al. 
Serial No. 10/520,085 
Atty. Ref.: 3665-133 
Appeal Brief 
August 28, 2009 

(copy attached as Evidence Appendix (e)) (describing "anti-PTHRP antibody Ab-2 
(Oncogene, Uniondale, NY, USA), [as] recognizing the sequence 34 to 53 of human 
and rat PTHrP" on page 983); 

(f) Garcia-Ocana et al "Cyclosporine increases renal parathyroid hormone- 
related protein expression in vivo in the rat" Transplantation, vol 65, 860-863, No. 6, 
March 27, 1998 (copy attached as Evidence Appendix (f)) (describing "anti-PTHRP 
antibody Ab-2 (Oncogene, Uniondale, NY ), [as] recognizing the sequence (34-53) of 
human and rat PTHrP" on page 861); and 

(g) Richard, et al. "Humoral Hypercalcemia of Malignancy, Severe Combined 
Immunodeficient/Beige Mouse Model of Adult T-Cell Lymphoma Independent of 
Human T-Cell Lymphotropic Virus Type-1 Tax Expression" Am J Pathol. 2001 June; 
158(6): 2219-2228 (copy attached as Evidence Appendix (g)) (describing "polyclonal 
rabbit anti-PTHrP (PTHrP amino acids 34 to 53) (1:100, Ab-2, Oncogene Research 
Products, Cambridge, MA)"). 

Each of the above-noted references describes fragments of PTHrP by the 
amino acid positions, in parentheses, in a manner similar to the applicants disclosure 
and claims. 

The following further references, for example, similarly describe fragments of 
PTHrP: 

(h) Burton et al., "Parathyroid hormone related peptide can function as an 
autocrine growth factor in human renal cell carcinoma" 1990, Biochemical and 
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Biophysical Research Communications, Vol. 167, No. 3, pages 1134-1138 (copy 
attached as Evidence Appendix (h)); 

(i) Ogata et al (EP1 197225) (copy attached as Evidence Appendix (i)); 

(j) Hoare et al "Specificity and stability of a new PTH1 receptor antagonist, 
mouse TIP(7-39)" Peptides, 2002, vol 23, No. 5, pp 989-998 (copy attached as 
Evidence Appendix (j)); and 

(k) Sato et al (U.S. Patent No. 6,903,194) (copy attached as Evidence 
Appendix (k)). 

Sato et al describes "Humanized anti-PTHrP (1-34) Antibody" in Figures 13 

and 14. Moreover, Sato et al describes the use of a fragment "[PTHrP(1-34)]" as an 

antigen to produce antibodies as follows: 

"PTHrP used for the immunization of animals includes 
peptides having the whole or part of the amino acid 
sequence of PTHrP prepared by recombinant DNA 
technology or chemical synthesis, and PTHrP derived 
from supernatants of cancer cells causing hypercalcemia. 
For example, a peptide [PTHrP(1-34)] comprising the 1st 
to 34th amino acids of the known PTHrP (Kemp, B. E. et 
al., Science (1987) 238, 1568-1570) may be used as the 
antigen." See column 7, lines 48-55 of Sato. 

Sato et al exemplifies therefore the general understanding of one of ordinary 

skill in the art that an "anti-PTHrP (1-34) antibody" is a general description of an 

antibody which binds to the PTHrP (1-34) fragment. The general understanding is 

not specific to the fragment of amino acids 1-34 of PTHrP but will be understood to 

be generally applicable to a description of other enumerated fragments. 
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Further, Sato describes antibodies binding human PTHrP as "anti-human 
PTHrP antibodies" and generally antibodies which bind PTHrP as "Anti-PTHrP 
Antibody". See column 10, last line, column 22, line 56, and, for example, column 
23, lines 25 and 37-38 of Sato. 

One of ordinary skill in the art will appreciate that "an anti-PTHrP (34-53) 
antibody" is a general recitation and description of an antibody which binds to the 
fragment of PTHrP spanning amino acids 34-53. 

The present specification describes the following as examples of an anti- 
PTHrP antibody which may be an antagonist according the disclosed invention: the 
anti-PTHrP(1-34) antibodies (human, rat) of Bachem (Bachem Biochimie Sari, 
Voisins-le-Bretonneux, France), the anti-PTHrP(34-53) antibody (Ab-2, human) of 
Oncogene (France Biochem, Meudon, France), the antibody #23-57-137-1 
(described in particular in the patent application EP1 197225) and the anti- 
PTHrP(107-139) antibody (human) obtained by conventional methods of antibody 
preparation. See page 9, lines 10-15 of the present specification. One of ordinary 
skill in the art will further appreciate from, for example, page 21, line 31 ("anti-PTHrP 
(34-53)"), page 17, lines 25-28 ("The anti-PTHrP(34-53) antibody (Ab-2, human) was 
obtained from Oncogene (France Biochem, Meudonm France) and the anti- 
PTHrP(107-139) antibody (human) was a gift of Dr. P. Esbrit (Fundacion, Jimenez 
Diaz, Madrid, Spain)") and page 27, line 1 ("Int. region: anti-PTHrP (34-53) antibody 
(Ab-2, Oncogene) 2 |ug/ml") of the specification, that the present specification 
describes the use of anti-PTHrP antibodies from a number of sources as 
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exemplifications of anti-PTHrP antibodies which bind to the amino acid fragment 
described numerically in parentheses (i.e., fragments of PTHrP spanning amino acids 
34-53 and 107-139 in the above-noted passages). 

The claims on appeal relate to an anti-PTHrP antibody binding the specified 
fragment of the claims. The specification describes a number of PTHrP antagonists 
useful in the disclosed invention. 



The Examiner is of the view that the present disclosure provides a written 
description for a "genus" of anti-PTHrP antibodies and a specific species of the 
"subgenus" of the anti-PTHrP antibodies of the claims, without describing the 
subgenus of the claims. The Examiner is further understood to believe that the 
specification only describes a commercially available species of the claimed 
"subgenus", i.e., Ab-2 from Oncogene (which is believed to now be available from 
CALBIOCHEM EMD Chemicals under the name "Anti-PTHLP (Ab-2) (34-53) Rabbit 
pAb" ). 

The Examiner is believed to have agreed during the interview of October 28, 
2008, that the specification teaches a peptide fragment of PTHrP spanning amino 
acids 34-53 as an antigen to which an anti-PTHrP antibody can be made to bind. 1 
The Examiner is believed to have agreed during the interview that an antibody which 
binds to a fragment of PTHrP spanning amino acids 34-53 would be reasonably 

1 See page 9 of the Remarks of the Amendment filed November 27, 2008, subsequent to the 
Examiner Interview, wherein a similar summary was provided. This summary of the Examiner 



15 



1522100 



MASSFELDER et al. 
Serial No. 10/520,085 
Atty. Ref.: 3665-133 
Appeal Brief 
August 28, 2009 

referred to as an anti-PTHrP (34-53) antibody. 2 The Examiner is believed to have 
agreed during the interview that the specification, taken with the generally advanced 
level of skill in the art, teaches one of ordinary skill in the art how to make and use an 
anti-PTHrP (34-53) antibody according to the claimed invention. 3 

The applicants have presented evidence in the form of a Declaration of 
MASSFELDER executed February 14, 2008 in this regard (copy attached as 
Evidence Appendix (I)). More specifically, the Declaration of MASSFELDER 
executed February 14, 2008, describes production of two further distinct monoclonal 
anti-PTHrP (34-53) antibodies, called PTH1 H413 and PTH2 E1131 which 
demonstrated in vivo antitumoral effect, as was demonstrated with the exemplified 
antibody in Figures 4, 6 and 8 of the specification. 

The Examiner believes however that the specification fails to describe the 
claimed method wherein the PTHrP antagonist is an anti-PTHrP (34-53) antibody. 

Antagonists are further described in the specification as including a 
compound, such as an anti-PTHrP antibody, which inhibits the binding of a ligand, 
such as PTHrP, to a PTHrP receptor. Examples of anti-PTHrP antibodies include 
antibodies such as a humanised antibody, a human antibody, a chimeric antibody, an 
antibody (such as the antibody #23-57-137-1 (which binds PTHrP(1-35) obtained 
from a hybridoma (such as the hybridoma #23-57-137-1) or a fragment of an anti- 
PTHrP which inhibits binding of a ligand to the receptor and/or a modified form of 

Interview by the appellant has not been corrected by the Examiner in subsequent actions in the 

record. 

2 Seefn. 1. 
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such a fragment. The antibody can be polyclonal or monoclonal. See page 8, lines 
23-31 and page 9, lines 4-9 of the specification. 

The present specification describes the following as examples of an anti- 
PTHrP antibody which may be an antagonist according the disclosed invention: the 
anti-PTHrP(1-34) antibodies (human, rat) of Bachem (Bachem Biochimie Sari, 
Voisins-le-Bretonneux, France), the anti-PTHrP(34-53) antibody (Ab-2, human) of 
Oncogene (France Biochem, Meudon, France), the antibody #23-57-137-1 
(described in particular in the patent application EP1 197225) and the anti- 
PTHrP(107-139) antibody (human) obtained by conventional methods of antibody 
preparation. See page 9, lines 10-15 of the present specification. 

The specification further describes the use of fragments of PTHrP as antigens 
to produce anti-PTHrP antibodies in mammals, such as a rodent (e.g., mouse, rat or 
hamster), a rabbit or a monkey. See page 9, line 29 through page 10, line 4 of the 
specification. Production of anti-PTHrP antibodies from human cells is also 
described. See page 11, lines 16-26 of the specification. Recombinant anti-PTHrP 
antibodies are described. See page 11, line 27 through page 12, line 2 of the 
specification. 

Page 14, lines 12-14 of the specification describes the results of Figure 4 of 
the specification as showing the "effect of the antibodies against the various regions 
of PTHrP on the proliferation of the tumor cells 786-0 in vitro measured by the 



3 Seefn. 1. 
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number of cells... ". As noted in the following reproduction (emphasis added), Figure 
4 describes these "regions" as "N-term", "Region int" and "C-term". 



Number of cells Incorporation of BrdU 




Figure 4, as well as Figures 6 and 8, of the specification describe the effect of 
binding to regions, as opposed to the binding of specifically exemplified antibodies. 

One of ordinary skill in the art would not interpret Figure 4 of the specification, 
or any other aspect of the specification, to describe only a specific effect of a 
commercially available antibody used by the applicants to exemplified their claimed 
invention. One of ordinary skill in the art would not believe from a review of the 
specification that the applicants invention requires the use of only the commercially 
available antibody used by the applicants to exemplify their disclosed invention. 

The specification further defines the regions of Figure 4 as follows ( see page 
26, line 33 through page 27, line 2 of the specification): 

"N-term: anti-PTHrP(1-34) antibody (Bachem) 1.5 ug/ml 
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Int. region: anti-PTHrP (34-53) antibody (Ab-2, Oncogene) 
2 ug/ml 

C-term: anti-PTHrP(107-139) antibody (P. Esbrit, Madrid, 
Espagne) 5 |jg/ml" . 

One of ordinary skill in the art will appreciate that Figure 4 of the specification 
describes results of antibodies binding to regions of PTHrP generally, which are 
described as being applicable to any anti-PTHrP antibody binding the noted region of 
PTHrP, and are considered a demonstration of the applicants invention. 

Figure 6 of the specification similarly describes results relating to anti-PTHrP 

antibodies which bind to regions "N-term" (i.e., PTHrP(1-34)), "Region Int." (i.e. 

PTHrP (34-53)), and "C-term" (i.e., PTHrP(107-139)) of PTHrP. The corresponding 

description of the specification (i.e., page 27, lines 14-23) describes the general 

applicability of the results of Figure 6 as representing 

"the effect of the antibodies directed against the different 
regions of PTHrP on the proliferation of the UOK-126 
tumor cells in vitro ..." (emphasis added). 

One of ordinary skill in the art will appreciate that Figure 6 of the specification 
describes results of antibodies binding to regions of PTHrP generally, which are 
described as being applicable to any anti-PTHrP antibody binding the noted region of 
PTHrP, and are considered a demonstration of the applicants invention. 

Figure 8 of the specification similarly describes results relating to anti-PTHrP 
antibodies which bind to regions "N-term" (i.e., PTHrP(1-34)), "Region Int." (i.e. 
PTHrP (34-53)), and "C-term" (i.e., PTHrP(107-139)) of PTHrP. The corresponding 
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description of the specification (i.e., page 28, lines 1-12) describes the general 

applicability of the results of Figure 8 as representing 

"the effect of the antibodies directed against the different 
regions of PTHrP on the proliferation of the UOK-128 
tumor cells in vitro ..." (emphasis added). 

One of ordinary skill in the art will appreciate that Figure 8 of the specification 
describes results of antibodies binding to regions of PTHrP generally, which are 
described as being applicable to any anti-PTHrP antibody binding the noted region of 
PTHrP, and are considered a demonstration of the applicants invention. 

The applicants submit that one of ordinary skill in the art will appreciate, from 
the whole of the specification, that the applicants were in possession of the claimed 
invention, relating to the use of an anti-PTHrP (34-53) antibody. The specification is 
not limited to the specific Ab-2 anti-PTHrP (34-53) antibody used in the examples. 



The Examiner relies on In re Smith 173 USPQ 679 (CCPA 1972) (copy 

attached as Evidence Appendix (m)) for the assertion that 

"It cannot be said that a subgenus is necessarily 
described by a genus encompassing it and a species 
upon which it reads." See page 4 of the Office Action 
dated August 1, 2008. 

The Examiner's reliance on In re Smith is misplaced. Consideration of the 

following in this regard is requested. 
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The claims under consideration in In re Smith included the following recitation 

of an organic compound for treating the surface of a pigment to be used in an 

emulsion coating composition: 

"said organic compound being a monomeric organic 
compound characterized by at least one non-polar organic 
hydrophobic group containing at least 8 carbon atoms in a 
hydrocarbon structure, which group in the form of its 
monocarboxylic acid" see 173 USPQ 680. 

The issue in In re Smith was whether an earlier-filed application provided 

written description support to antedate a reference. The Smith court summarized 

from the findings of the Board below which found the earlier filed application failed to 

"mention ... the requirement that the coating compound 
must be a monomer having at least 8 carbon atoms in its 
hydrophobic moiety, and that more than one polar group 
was contemplated, all of which is recited in claim 1." See 
173 USPQ 682. 

The Board rejected the appellants assertions that the following generic 

disclosure supported the claimed recitation: 

"The treatment of pigments with polar agents is not new 
per se and can be accomplished by several methods 
employing a variety of effective compounds. In general 
these methods involve surface coating the pigment with 
an oil soluble polar organic compound. Among the polar 
organic compounds are acidic resins, water soluble 
resinates, water insoluble metallic resinates, long chain 
fatty acids, their salts and soaps, benzene carboxylic acid 
and its salts, naphthenic acids and their soaps and salts, 
cationic active agents, e.g., alkyl amine salts and 
quaternary ammonium compounds containing at least 12 
carbon atoms in an alkyl group or groups, e.g., lauryl 
pyridinium bromide, and long chain (at least 12 carbon 
atoms) fatty acid-containing organic Werner complexes." 
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The appellants unsuccessfully argued that 

"It is obvious that the surface coating organic compounds 
recited in the foregoing paragraph are monomeric, have a 
hydrocarbon structure of at least 8 carbon atoms, except 
for benzene carboxylic acid which contains six carbon 
atoms in a hydrocarbon group, and contain at least one 
carboxy or carboxylate group. If appellant's claims had 
been drawn more broadly, they would be supported by the 
parent application. They can be described as subgeneric 
claims because they delineate the invention more 
specifically by reciting that the organic material used to 
coat the pigment is monomeric, contains at least 8 carbon 
atoms and at least one carboxy or carboxylate group." jd. 

The disclosure considered in In re Smith therefore did not contain any written 

description support for the claimed compounds of "at least 8 carbon atoms" of the 

claims. Rather, the disclosure considered in In re Smith contained a disclosure of "at 

least 12 carbon atoms" which the appellants argued supported the lesser inclusive 

range of the claimed. In affirming the Board, the Smith court likened the facts of 

Smith to those considered in In re Ahlbrecht (168 USPQ 293 (CCPA 1971 ) (copy 

attached as Evidence Appendix (n)) wherein a disclosure of fluorinated esters having 

2-12 CH 2 groups failed to provide written description support for a claim to fluorinated 

esters having 3-12 CH 2 groups. See 173 USPQ 684. In deciding Smith , the court 

rejected the "rule" of In re Risse (154 USPQ 1 (CCPA 1967) (copy attached as 

Evidence Appendix (o)) 

"to the effect that the disclosure of a genus and a species 
of a subgenus is a sufficient description of the subgenus. 
We do not now feel that such a rule is consonant with 
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either the letter or spirit of the description requirement of § 
112." See 173 USPQ 683. 

Unlike the disclosure considered in In re Smith , the present disclosure 
provides an adequate written description of the general anti-PTHrP (34-53) antibody 
of the claims, as detailed above. The present facts do not require consideration of 
whether claims to a range within a broad general disclosure of the specification but 
outside a less general disclosure or specific disclosure of the specification are 
supported by the specification, as was the case with In re Smith and In re Ahlbrecht . 
The present disclosure describes the claimed invention and uses a commercially 
available product to exemplify the disclosed and claimed invention. One of ordinary 
skill in the art will appreciate that the applicants described their invention to include 
use of an anti-PTHrP (34-53) antibody in the claimed method. 

As explained in Capon v. Eshhar . 76 USPQ.2d 1078, 1084 (Fed. Cir. 2005) 

(copy attached as Evidence Appendix (p)), 

The "written description" requirement implements the principle 
that a patent must describe the technology that is sought to be 
patented; the requirement serves both to satisfy the inventor's 
obligation to disclose the technologic knowledge upon which the 
patent is based, and to demonstrate that the patentee was in 
possession of the invention that is claimed. See Enzo Biochem, 
296 F.3d at 1330 (the written description requirement "is the quid 
pro quo of the patent system; the public must receive meaningful 
disclosure in exchange for being excluded from practicing the 
invention for a limited period of time"); Reiffin v. Microsoft Corp., 
214 F.3d 1342, 1345-46 (Fed. Cir. 2000) (the purpose of the 
written description requirement "is to ensure that the scope of the 
right to exclude . . . does not overreach the scope of the 
inventor's contribution to the field of art as described in the 
patent specification"); In re Barker, 559 F.2d 588, 592 n.4 
(C.C.P.A. 1977) (the goal of the written description requirement 
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is "to clearly convey the information that an applicant has 
invented the subject matter which is claimed"). The written 
description requirement thus satisfies the policy premises of the 
law, whereby the inventor's technical/scientific advance is added 
to the body of knowledge, as consideration for the grant of patent 
exclusivity. 

The descriptive text needed to meet these requirements varies 
with the nature and scope of the invention at issue, and with the 
scientific and technologic knowledge already in existence. The 
law must be applied to each invention that enters the patent 
process, for each patented advance is novel in relation to the 
state of the science. Since the law is applied to each invention in 
view of the state of relevant knowledge, its application will vary 
with differences in the state of knowledge in the field and 
differences in the predictability of the science. 

Further, the Court of Appeals for the Federal Circuit has explained as follows 

in In re Kenneth Alonso (2008-1079 Fed. Cir. October 30, 2008) 4 (copy attached as 

Evidence Appendix (q)) with regard to the written description requirement in the case 

of a criteria for a claim defining a genus of antibodies. 

The written description requirement of 35 U.S.C. § 112, If 1, is 
straightforward: "The specification shall contain a written 
description of the invention ... ." To satisfy this requirement, the 
specification must describe the invention in sufficient detail so 
"that one skilled in the art can clearly conclude that the inventor 
invented the claimed invention as of the filing date sought. 

The requirement "serves a teaching function, as a ' quid pro quo ' 
in which the public is given 'meaningful disclosure in exchange 
for being excluded from practicing the invention for a limited 
period of time." 

The requirement is rigorous, but not exhaustive: "fl]t is 
unnecessary to spell out every detail of the invention in the 
specification; only enough must be included to convince a 



4 http://caselaw.ip.findlaw.com/data2/circs/fed/081079p.pdf (April 7, 2009), page 5 (citations omitted). 
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person of skill in the art that the inventor possessed the 
invention. LizardTech, 424 F.3d at 1345. 

The applicants submit that the determination of what is needed to support 
generic claims to biological subject matter depends on a variety of factors, such as 
the existing knowledge in the particular field, the extent and content of the prior art, 
the maturity of the science or technology, the predictability of the aspect at issue, and 
other considerations appropriate to the subject matter. 5 For example, it is 
unnecessary for the specification to provide a description of proteins which are 
already known in the prior art. 6 . 

In Enzo Biochem v. Gen-Probe. Inc. . 63 USPQ2d 1609, 1613 (Fed. Cir. 2002) 
(copy attached as Evidence Appendix (r)), the court stated that the written description 
requirement would be met for all of the claims of the patent at issue if the functional 
characteristic of the claimed invention was coupled with a disclosed correlation 
between that function and a structure that is sufficiently known or disclosed. 

Finally, the applicants note that the Federal Circuit has stated that as long as 
an applicant has disclosed a "fully characterized antigen," either by its structure, 
formula, chemical name, or physical properties, or by depositing the protein in a 
public depository, the applicant can then claim an antibody by its binding affinity to 
that described antigen. 7 



5 See Capon 76 USPQ.2d 1085. 

6 See Capon 76 USPQ.2d 1087. 

7 See Noelle v. Lederman , 69 USPQ2d 1508, 1514 (Fed. Cir. 2004) (copy attached as Evidence 
Appendix (s)) 
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In the present application, the polypeptide sequence of PTHrP is known and 
fully characterized 8 and the specification teaches that antibodies can be made to 
fragments of the PTHrP polypeptide 9 . As noted previously, antibodies that bound to 
known PTHrP fragments (e.g., the fragment spanning amino acid residues 34-53) 
were known in the art and commercially available 10 , demonstrating that both the 
antigen and antibodies that bound thereto were fully characterized by structure and 
formula. 

The applicants have demonstrated the use of anti-PTHrP (34-53) antibodies in 
the treatment of kidney cancer by using in the example the anti-PTHrP (34-53) 
antibody of Oncogene. However, the teaching is not limited to this specific antibody. 
One of ordinary skill in the art deduces for these results that any anti-PTHrP (34-53) 
antibody will have the same therapeutic effect. The applicants have provided a 
Declaration of Dr. Thierry MASSFELDER executed February 14, 2008 (copy 
attached as Evidence Appendix (I)) with results obtained with two other anti-PTHrP 
(34-53) antibodies prepared by the applicants and having the therapeutic effect. 

In addition, the specification teaches how to make and use anti-PTHrP (34-53) 
antibodies, as claimed, as previously acknowledged by the Examiner. 11 

The specification teaches the use of an anti-PTHrP antibody. The PTHrP 
targeted-region 34-53 only contains 20 amino acids. Therefore, it is a well-defined 

8 See for example, page 9, lines 22-28 of the present specification. 

9 See page 9, lines 29-33 of the present specification, for example. 

10 See additional Calbiochem product sheet as well as the references cited therein (copy attached as 
Evidence Appendix (t)). 

11 See for example, pages 9-10 of the Amendment filed November 27, 2008. 
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antigen. 12 Accordingly, the antibodies would have been expected to not vary 

substantially within the subgenus of the claims. The exemplified anti-PTHrP (34-53) 

antibody Ab-2 (Oncogene) is sufficiently representative of the subgenus. 

As explained by the Federal Circuit in In re Kenneth Alonso 13 

A genus can be described by disclosing: (1) a representative 
number of species in that genus; or (2) its "relevant identifying 
characteristics," such as "complete or partial structure, other 
physical and/or chemical properties, functional characteristics 
when coupled with a known or disclosed correlation between 
function and structure, or some combination of such 
characteristics." 

In the present specification, the amino acids bound by the antibody are 
disclosed: region 34-53 of PTHrP. The structure of the antigen, and hence the 
antibody of the claims, is reasonably predictable. 

The Declaration Dr. Thierry MASSFELDER executed February 14, 2008 (copy 
attached as Evidence Appendix (I)) demonstrates the predictability of the subgenus 
of the claims as well as the insubstantially variation. 

The present specification describes, for example, that the antibodies used as 
exemplified embodiments of the claimed invention bind to an intermediate region of 



12 The following examples of the antigen has been previously described in the Remarks of the 
Response filed April 13, 2009: 

Homo sapiens (human) (NP_945316 . 1* ) 34 AEIRATSEVSPNSKPSPNTK 53 

Pan troglodytes (chimpanzee) (XP001142021 . 1 ** ) 34 AEIRATSEVSPNSKPSPNTK 53 
Canis familiaris (dog) (NP_001003303 . 1*) 34 AEIRATSEVSPNSKPAPNTK 53 

Bos taurus (cow) (NP_77 71 78 . 1 * ) 34 AEIRATSEVSPNSKPAPNTK 53 

Mus musculus (mouse) (NP_032996 . 1* ) 34 AEIRATSEVSPNSKPAPNTK 53 

Rattus norvegicus (rat) (NP_036768 . 1*) 34 AEIRATSEVSPNSKPAPNTK 53 

: " . . 

** http://www.ebi.ac.uk/ 

13 http://caselaw.lp.findlaw.com/data2/circs/fed/081079p.pdf (April 7, 2009), page 6 (citations omitted). 
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PTHrP which targets amino acids 34-53 14 . Contrary to the Examiner's assertion 15 , 
one of ordinary skill will appreciate that the exemplified antibody Ab-2 (Oncogene) 
binds to amino acids 34-53 of PTHrP. 16 

One of ordinary skill in the art will appreciate from the present specification as 
well as from the generally advanced level of skill in the art that the exemplified 
antibody Ab-2 (Oncogene) binds to amino acids 34-53 of PTHrP. 17 The PTHrP- 
targeted region of the claims is described generally and through an exemplified 
embodiment in the present specification. 

The appellants respectfully submit that the claims are supported by an 
adequate written description. One of ordinary skill in the art will appreciate that the 
appellants were in possession of the claimed invention at the time the application 
was filed. 

Reversal of the Section 112, first paragraph "written description", rejection is 
requested. 



14 See for example, page 27, line 1 of the specification ("Int. region: anti-PTHrP (34-53) antibody (Ab- 
2, Oncogene) 2 |jg/ml); 1|8. of the Rule 132 DECLARATION of Dr. OULAD ABDELGHANI executed 
November 27, 2008 (copy attached as Evidence Appendix (u)); as compared to the Examiner's 
suggestion that that the antibodies of the examples bind to an intermediate region of amino acids 36- 
53 ("in the examples the antibodies used for the amino terminal is 1-34, the intermediate is 36-53, and 
the carboxy terminal is 107-139 (pages 26-27)." see page 4, lines 2-3 of the Office Action dated 
February 23, 2009). 

15 "While one would understand that the antibody from Oncogene binds to an epitope within residues 
36-53, there is no disclosure of residues 34-53, except provided in the name of the Oncogene 
antibody." See page 4, lines 9-1 1 of the Office Action dated February 23, 2009. 

16 See for example, 1ffl8., 15. and 17.-23. of the Rule 132 DECLARATION of Dr. OULAD 
ABDELGHANI executed November 27, 2008 (copy attached as Evidence Appendix (u)), and the 
passages of the specification referred to therein. 

17 See for example, 1ffl4.-8. of the Rule 132 DECLARATION of Dr. OULAD ABDELGHANI executed 
November 27, 2008 (copy attached as Evidence Appendix (u)), and the passages of the specification 
and references referred to therein. 
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The claims are submitted to be in condition for allowance and Reversal of the 
final rejection is requested. 



Respectfully submitted, 
NIXON & VANDERHYE P.C. 



By: IB. J. Sadoff/ 

B. J. Sadoff 
Reg. No. 36,663 

BJS: 

901 North Glebe Road, 11th Floor 
Arlington, VA 22203 
Telephone: (703)816-4000 
Facsimile: (703)816-4100 
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(8) CLAIMS APPENDIX 

17. A method for treating a kidney cancer comprising the administration to a 
subject of an effective dose of a PTHrP antagonist for inhibiting or decreasing a 
tumor growth or a pharmaceutical composition containing it, said PTHrP antagonist 
being an anti-PTHrP antibody that binds amino acids 34-53 of PTHrP. 

18. Method according to claim 17, wherein said subject is a human subject. 

19. Method according to claim 17, wherein said kidney cancer is selected 
from the group consisting of papillary carcinoma (chromophiles), chromophobe cell 
carcinoma, Bellini carcinoma and unclassified renal cell carcinomas. 

20. Method according to claim 19, wherein said kidney cancer is clear cell 
carcinoma (CCC). 

23. Method according to claim 17, wherein the kidney cancer is a solid 
malignant tumour. 

24. Method according to claim 17, wherein the PTHrP antagonist is a 
compound binding the PTHrP receptor and inhibiting partially or totally a binding of 
PTHrP to its receptor. 

25. Method according to claim 24, wherein the PTHrP antagonist is a PTHrP 
receptor antagonist. 

26. Method according to claim 25, wherein the PTHrP antagonist is a PTHrP 
competitive antagonist. 
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31 . Method according to claim 17, wherein the PTHrP antagonist is a 

compound binding a ligand of the PTHrP receptor, and inhibiting partially or totally a 

binding of PTHrP to its receptor. 

33. Method according to claim 17, wherein the PTHrP antagonist is a 
humanised anti-PTHrP antibody. 

34. Method according to claim 17, wherein the anti-PTHrP antibody is selected 
from a humanised antibody, a human antibody, a chimeric antibody, an antibody 
obtained from a hybridoma and a fragment thereof and a modified form of said 
fragment. 

35. Method according to claim 17, wherein the anti-PTHrP antibody is a 
polyclonal or monoclonal antibody. 
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(9) EVIDENCE APPENDIX 
Attached: 

(a) Okada et al "Immunohistochemical Localization of Parathyroid Hormone- 
related Protein in Canine Mammary Tumors" Vet Pathol 34: 356-359 (1997) 
(submitted November 27, 2008 and acknowledged to have been considered by 
Examiner with signed and dated PTO 1449 Form listing same indexed at February 
23, 2009 in PTO IFW). 

(b) Verheijen et al, "Parathyroid hormone-related peptide (PTHrP) induces 
parietal endoderm formation exclusively via the Type I PTH//PTHrP receptor" 
Mechanisms of Development 81 (1999) 151-161 (submitted November 27, 2008 and 
acknowledged to have been considered by Examiner with signed and dated PTO 
1449 Form listing same indexed at February 23, 2009 in PTO IFW). 

(c) Thorikay et al., "Synthesis of a gene encoding parathyroid hormone-like 
protein-(1-141): purification and biological characterization of the expressed protein" 
Endocrinology, Vol 124, 111-118 (1989) (abstract) (submitted November 27, 2008 
and acknowledged to have been considered by Examiner with signed and dated PTO 
1449 Form listing same indexed at February 23, 2009 in PTO IFW). 

(d) Fenton et al., "A carboxyl-terminal peptide from the parathyroid hormone- 
related protein inhibits bone resorption by osteoclasts." Endocrinology. 1991 

Oct; 129(4): 1762-8 (Abstract) (submitted November 27, 2008 and acknowledged to 



32 



1522100 



MASSFELDER et al. 
Serial No. 10/520,085 
Atty. Ref.: 3665-133 
Appeal Brief 
August 28, 2009 
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same indexed at February 23, 2009 in PTO IFW). 

(e) Santos et al "Up-regulation of parathyroid hormone-related protein in folic 
acid-induced acute renal failure" Kidney International, vol. 60 (2001), pp 982-995 
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Examiner with signed and dated PTO 1449 Form listing same indexed at February 
23, 2009 in PTO IFW) . 

(f) Garcia-Ocana et al "Cyclosporine increases renal parathyroid hormone- 
related protein expression in vivo in the rat" transplantation, vol 65, 860-863, No. 6, 
March 27, 1998 (submitted November 27, 2008 and acknowledged to have been 
considered by Examiner with signed and dated PTO 1449 Form listing same indexed 
at February 23, 2009 in PTO IFW) . 

(g) Richard, et al. "Humoral Hypercalcemia of Malignancy, Severe Combined 
Immunodeficient/Beige Mouse Model of Adult T-Cell Lymphoma Independent of 
Human T-Cell Lymphotropic Virus Type-1 Tax Expression" Am J Pathol. 2001 June; 
158(6): 2219-2228 (submitted November 27, 2008 and acknowledged to have been 
considered by Examiner with signed and dated PTO 1449 Form listing same indexed 
at February 23, 2009 in PTO IFW). 

(h) Burton et al., "Parathyroid hormone related peptide can function as an 
autocrine growth factor in human renal cell carcinoma" 1990, Biochemical and 
Biophysical Research Communications, Vol. 167, No. 3, pages 1134-1138 (submitted 
September 21, 2005 and acknowledged to have been considered by Examiner with 
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1449 Form listing same indexed at January 24, 2007 in PTO IFW). 

(j) Hoare et al "Specificity and stability of a new PTH1 receptor antagonist, 
mouse TIP(7-39)" Peptides, 2002, vol 23, No. 5, pp 989-998 (submitted September 
21, 2005 and acknowledged to have been considered by Examiner with signed and 
dated PTO 1449 Form listing same indexed at January 24, 2007 in PTO IFW). 

(k) Sato et al (U.S. Patent No. 6,903,194) (submitted January 10, 2008 and 
acknowledged to have been considered by Examiner with signed and dated PTO 
1449 Form listing same indexed at March 6, 2008 in PTO IFW). 

(I) Declaration of MASSFELDER executed February 14, 2008 and present in 
PTO IFW indexed at February 14, 2008 (filed prior to non-final Office Action of March 
6, 2008). 

(m) In re Smith 173 USPQ 679 (CCPA 1972) (cited by Examiner on page 4 of 
the Office Action dated February 23, 2009 and page 4 of the Office Action dated 
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(n) In re Ahlbrecht (168 USPQ 293 (CCPA 1971) (discussed in applicants 
Remarks of the Amendment filed November 27, 2008 and acknowledged to have 
been considered by Examiner in Office Action dated February 23, 2009). 



34 



1522100 



MASSFELDER et al. 
Serial No. 10/520,085 
Atty. Ref.: 3665-133 
Appeal Brief 
August 28, 2009 

(o) In re Risse (154 USPQ 1 (CCPA 1967) (discussed in applicants Remarks 
of the Amendment filed November 27, 2008 and acknowledged to have been 
considered by Examiner in Office Action dated February 23, 2009). 

(p) Capon v. Eshhar , 76 USPQ.2d 1078, 1084 (Fed. Cir. 2005) (discussed in 
applicants Remarks of the Response filed April 13, 2009 and acknowledged to have 
been considered by Examiner in Advisory Action dated May 1, 2009). 
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applicants Remarks of the Response filed April 13, 2009 and acknowledged to have 
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(discussed in applicants Remarks of the Response filed April 13, 2009 and 
acknowledged to have been considered by Examiner in Advisory Action dated May 1, 
2009). 

(s) Noelle v. Lederman . 69 USPQ2d 1508, 1514 (Fed. Cir. 2004) (discussed in 
applicants Remarks of the Response filed April 13, 2009 and acknowledged to have 
been considered by Examiner in Advisory Action dated May 1, 2009). 

(t) Calbiochem product sheet (discussed in applicants Remarks of the 
Response filed April 13, 2009 and acknowledged to have been considered by 
Examiner in Advisory Action dated May 1, 2009). 

(u) Rule 132 DECLARATION of Dr. OULAD ABDELGHANI executed 
November 27, 2008 (filed November 27, 2008 and acknowledged to have been 
considered by the Examiner on page 3 of the Office Action dated February 23, 2009). 
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(10) RELATED PROCEEDINGS APPENDIX 
Attached: 



NONE 
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Evidence Appendix (a) - page 1 of 4 



Vet Pathol 34:356-359 (1997) 

Immunohistoehemical Localization of Parathyroid Hormone-related Protein in 
Canine Mammary Tumors 

H. Okada, Y. Nishijima, T. Yoshino, A. Grone, 
C. C. Capen, and T. J. Rosol 

Abstract. Parathyroid hormone-reiated protein (PTHrP) was localized immunohistochemically in 58 canine 
mammary tumors (31 malignant, 27 benign) and adjacent normal or hyperplastic mammary tissue. PTHrP 
immun eactivi i 1 n fit rath > nh m> -d b> pr tre tunent with microwave beating in normal and neoplastic 
tissues. Epithelial cells of hyperplastic and neoplastic mammary tissues, myoepithelia] cells, and metaplastic 
osteoblasts in mammary tumors stained moderately to strongly positive for PTHrP No significant difference 
between staining intensity for PTHrP and histologic pattern of mammary tumors was found. The presence of 
PTHrP in normal and neoplastic canine mammary tissues supports a pathophysiological role for PTHrP as a 
paracrine or autocrine hormone in the mammary gland. 

Key words: Antigen retrieval; dogs; immunohistochemistry; mammary tumor; parathyroid hormone-related 
protein. 



Humoral hypercalcemia of malignancy (HHM) is an im- 
portant paraneoplastic syndrome associated with certain ma- 
lignant tumors, including squamous, renal, and mammary 
carcinomas, in humans and animals. 3 " 10 Parathyroid hor- 
mone-related protein (PTHrP) is a recently identified poly- 
peptide hormone derived from human and animal tumors 
that plays a central role in the pathogenesis of HHM. 4 ' 9 
PTHrP is composed of 139, 141, or 173 amino acids* The 
N-terminus (1-36) and midregion (36-111) of PTHrP are 
well conserved among species, suggesting there is immu- 
nologic cross -reactivity between species. 9 Eight of the first 
13 N-terminal amino acids of PTHrP are identical to those 
of parathyroid hormone (PTH), The first 34 amino acids of 
PTHrP contain PTH-like biological activity and act in kidney 
and bone to increase osteoclastic bone resorption, renal cal- 
cium resorption, and urinary phosphate excretion m patients 
with HHM.' 

Breast cancer in humans frequently metastasizes to bone 
and may be associated with HHM. 7 - 9 ' 10 In some patients with 
breast cancer, increased serum concentrations of PTHrP and 
hypercalcemia may occur without evidence of bone metas- 
tasis. Imrnunoreactive PTHrP and PTHrP messenger RNA 
have been detected in 60% of primary breast tumors of hu- 
mans. 710 Production of PTHrP bv mammarv cancer in hu- 
mans is likely important in the pathogenesis of HHM that 
occurs in certain patients and may play a role in the patho- 
genesis of metastasis to bone. In contrast, mammary cancer 
in animals has a low incidence of bone metastasis and hy- 
percalcemia is rare. In dogs, a high percentage of mammary 
tumors are benign, and many tumors contain mixed cell 
types, including epithelial cells, myoepithelial cells, and 
metaplastic bone or cartilage. 

PTHrP is present in many normal tissues, including the 
ciatii i n ii i! i i it ) ns as a pantcrin 
or autocrine hormone, High concentrations of PTHrP are 
present in human, bovine, porcine, murine, rat, and opossum 
milk. 1 ' 9 The concentration of PTHrP in bovine milk has been 
shown to correlate positively with total milk calcium con- 
centration. 9 PTHrP has been identified immunohistochemi- 
cally in human 1 ct ng n rnmaav tissue (epithe ial cells of 



the alveoli and ducts). 6,7 PTHrP immunoreactivity in dogs 
also has been reported in ductular epithelial cells and myo- 
epithelial cells of nonlactating mammary tissue. 5 PTHrP may 
play an important physiological role in lactation and neo- 
natal calcium balance or development. 9 

Immunostaining for PTHrP with trypsin pretreatment un- 
masked reactive epitopes in paraffin-embedded sections and 
enhanced the immunoreactivity of chicken-derived polyclon- 
al antibody to PTHrP (1-36) in normal and neoplastic canine 
tissues. 5 However, lrypsinization uniformly decreased the 
immunostaining reactivity when a commercially available 
rabbit-derived anti-PTHrP (34-53) antibody was used in ca- 
nine tissues. 3 The purpose of the present study was to in- 
vestigate the localization of imrnunoreactive PTHrP in mam- 
mary tumors and adjacent nonneoplastic mammary tissue of 
dogs and to evaluate the effect of microwave prctrealment 
on PTHrP immunoreactivity in formalin-fixed, paraffin-cm- 
bedded sections. 

Fifty-eight surgical specimens from canine mammary tu- 
mors were collected from 1989 to 1993 (Table 1). Mammary 
tissues including tumor were fixed in 10% buffered formalin 
(pH 7.4) and embedded routinely in paraffin, Serial sections 
were mounted on 3-aminopropyltrietltoxysilane-coated glass 
slides and stained with hematoxylin and eosin or stained 
immunohistochemically using an avidin-biotin-pcroxida.se 
complex method, 5 Histopathologic diagnoses were made 
based on the World Health Organization classification. For 
immunohistochemistry, dewaxed sections were treated with 
and without trypsin or microwave heating. Tissues were 
heated in a 10 mM citric acid solution (pH 6.0) in a house- 
hold microwave at 600 W twice for 5 minutes, with a 1 
minute interval. 2 For trypsinization, sections were digested 
in 0.1% trypsin (Difco, Detroit, MI) in Tris-HCl buffer so- 
lution (pH 7.6) containing 0. S % calcium chloride for 30 min- 
utes at 37 C. Primary antibodies consisted of polyclonal 
chicken anti-human PTHrP (1-36) IgG (1:30) and poly- 
clonal rabbit anti-human PTHrP (34-53) IgG (1 :30, Onco- 
gen Science, Manhasset, NY). Characterization and specific- 
ity of chicken anti-human PTHrP (1 -36) IgG have been de- 
scribed previously. 5 As a positive control, a serially trans- 
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Table 1. Histopathologic classification (according t 
WHO) of 58 canine mammary tumors. 

Tumor Type No. Cases 

Malignant tumors 
Tubular simplex adenocarcinoma 1 

Tubular complex adenocarcinoma 18 
Papillary complex adenocarcinoma I 

Simple solid carcinoma 3 
Complex spindle cell carcinoma 1 

Osteosarcoma 2 

Malignant mixed tumor 5 

Benign tumors/dysplasia 
Simple adenoma 1 

Complex adenoma 8 

Ductal papilloma 2 
Papillary cyst 1 

Duct ectasia 4 

Ductal hyperplasia 2 

Benign mixed tumor 9 



pfantablc tumor (CAC-8) in nude mice that produced PTHrP 
and was derived from a canine apocrine adenocarcinoma of 
the anal sac was stained immunohistochemically for PTHrP. 
Negative controls were incubated with nonimmune rabbit 
and chicken sera (1 : 30 dilution), phosphate-buffered saline 
(PBS), or anti-human PTHrP IgG mixed with an excess of 
PTHrP (1-36) instead of the primary antibody. 

Without any pretreatment, immunoreactivity of PTHrP (1- 
36) and PTHrP (34-53) was weak and moderately positive 
in the tissues. After trypsinization, immunoreactivity of 
PTHrP (1-36) increased slightly, whereas irnmunostaining 
for PTHrP (34-53) decreased in the CAC-8 adenocarcinoma 
and canine mammary tissues. Pretreatment with microwave 
heating enhanced immunoreactivity for both PTHrP antibod- 
ies in all tissues as compared with irnmunostaining with or 
without trypsin (Figs. 1, 2). Moreover, irnmunostaining pat- 
terns of PTHrP (1-36) and PTHrP (34-53) were identical in 
normal and neoplastic tissues when sections were stained 
following microwave irradiation. Therefore, the results of 
immunohistochemical staining for PTHrP are described with 
n hi 1 ivc J retre; ment 

In normal mammary tissue adjacent to the neoplasms, the 
alveolar and ductular epithelial cells stained moderately to 
strongly positive for PTHrP and were surrounded by a layer 
of moderately positive myoepithelial cells (Fig. 1). Positive 
immunoreactivity for PTHrP also was present in epidermal 
keratinocytes, epithelial and myoepithelial cells of apocrine 
sweat glands, sebaceous glands, arteriolar smooth muscle, 
and skeletal muscle. 

In all benign and malignant mammary tumors and dys- 
plasia lesions, mammary epithelial cells and myoepithelial 
cells were moderately positive for PTHrP (1-36) and PTHrP 
(34-53), In complex carcinomas and benign or malignant 
mixed tumors, neoplastic myoepithelial cells stained intense- 
ly positive for PTHrP (Figs. 3, 4). PTHrP immunoreactivity 
was intense in metaplastic chondrocytes of benign and ma- 
lignant mixed tumors (Fig. 4). In an osteosarcoma arising in 



a mixed mammary tumor, neoplastic osteoblasts stained 
moderately positive for PTHrP. Immunoreactive PTHrP was 
not present in the matrix of metaplastic cartilage or bone in 
benign or malignant mixed tumors or in the bone matrix of 
an osteosarcoma. All control sections stained with nonim- 
mune rabbit serum, chicken IgG, or PBS were negative. Irn- 
munostaining intensity for PTHrP using anti-human PTHrP 
(1-36) IgG mixed with an excess of PTHrP (1-36) was 
markedly diminished, 

This investigation demonstrated that both N-terminal and 
midregion PTHrP were localized immunohistochemically in 
normal, hyperplastic, dysplastic, and neoplastic canine mam- 
mary tissues alter microwave preircatmcni. Immunoreactive 
PTHrP has been identified in many normal and neoplastic hu- 
man and animal tissues, including the mammary glands. 3 * 10 Im- 
munohistochemical distribution of PTHrP in normal tissues of 
the dog is identical to that in human tissues, 5 The wide distri- 
bution of PITIrP in various normal and neoplastic tissues is 
associated with very low serum PTHrP concentrations, which 
suggests that PTHrP functions in an autocrine or paracrine 
manner in most tissues. However, neoplasms hat ■ > rete hi h 
levels of biologically active PTHrP may induce the syndrome 
of HHM. In a previous study, mmunoreai live 11 HrP was not 
detected in mammary alveolar epithelial cells in dogs, 5 but 
PT1 IrP tr [iuii 'in ng i been 1 i c ted m mammary alve- 
olar cells of humans. 6 - 7 Pretxeatment microwave heating of par- 
affin-embedded sections enhanced the immunoreactivity for 
chicken-derived anti-FrHrP (1-36) and for rabbit-derived anti- 
human ITHi P (34-53) antibodies when compared with trypsin 
digestion. Microwave heating may have intensified PTHrP im- 
munoreactivity in the present study by unmasking the reactive 
epitopes between amino acids 1-36 and 34-53 of canine 
PTHrP. The unifonnly positive irnmunostaining for PTHrP in 
this study obtained after microwave pretreatment may damage 
certain epitopes of the FrHrP molecular and/or induce un- 
masking of antigenic sites. J 

The function of PTHrP in the normal mammary gland is 
currently unknown. The lactaiing mammary gland produces 
PTHrP, which is present in milk at concentrations 10,000- 
fold greater than that in plasma and increases with duration 
of lactation. 1 PTHrP may be important in calcium transport 
across mammary epithelium, in differentiation of the mam- 
mary gland, and in calcium homeostasis or intestinal cell 
differentiation in neonates. 9 PTHrP also may be significant 
in relaxation of myoepithelial ceils and expansion of mam- 
mary alveoli in lactating mammary glands. 9 

PTHrP was originally isolated from human and animal 
tumors associated with HHM. 40 Mammary carcinomas, in 
humans are occasionally associated with HHM, 4 - 8 - 10 How- 
ever, the expression of immunoreactive PTHrP and its mes- 
senger RNA has been demonstrated in a high percentage of 
human breast cancer cases. 7 The functional role of FrHrP 
in breast cancers is unknown, but PTHrP may play a role in 
the regulation of cancer metastasis to bone or growth of bone 
metastases in humans. 8 Immunoreactive FrHrP has been 
demonstrated in malignant tumors from both normocalcemic 
and hypercatcemic dogs,- 1 which suggests that PTHrP ex- 
pression in tumors has a pathophysiologic role independent 
of tile induction of HHM. 5 

In summary, immunoreactive PTHrP was detected in nor- 
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Fig. 1. Mammary gland; dog. Moderately positive staining of acinar epithelium for PTHrP (1-36) treated with, micro- 
wave heating. Avidin-biotin complex method, methyl green counterstain, Bar = 50 |xm. 

Fig. 2. Mammary gland; dog. Extremely weak staining of acinar epithelium for PTHrP (1-36) without microwave 
pretrfeatriient Avidin-biotin complex method, methyl green counterstain. Bar = 50 fim. 

Fig 3. Mamma I ^ 1 lai t ma: d *• itcty positive tait ing o net , 1 t epithelial ceils (F.) 

and trohg i i i il iai cell* (arrows) forFTrirP (1-36) with microwave pretre^tment. The intercellular 

matrix is nega r Fi'llrl ii tin complex method, ra ' t i nterslain. 1 1 

Fig. 4. Benign i mairnnai it M 1 w tainit t j ic cpiihclial is (E j 

irttmunostamtng of ma l^f.e h nJ c\U uim > ind ttegjtn tair.it tcutdag t m\f PTHrP (1-36) treated 
with microwave heating. Avidin-biotin complex method, methyl green counterstain. Bar ~ 50 jj.ru. 



otal, hype plast ty aplastic, and lastit raaatraarj ca 
nine tissues. However, there was no difference in intensity 
of immunost i i i mtioi of Fl'HrP, tnd 1 stol gic 
features between benign ; nd malignant tissues. 
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Rhabdoid Tumor in the Brain of a Dog 

K. E. Steele, F. Y. Schulman, H. Mena, and E. O. Strimple 



Abstract. Rhabdoid tumor is a neoplasm of uncertain cellular origin recognized in humans. These tumors 
most commonly arise in the kidneys of children, but they can also affect many extrarenal sites, including the 
central nervous system. Similar neoplasms have not been reported in nonprimate species. A malignant brain 
tumor in a young dog was characterized by large cells with globular intracytoplasmic inclusions composed of 
intermediate filaments. By immunohistochemistry, neoplastic cells were uniformly reactive for Ytmentin and 
demonstrated scattered reactivity for glial fibrillary acidic protein and neuron-specific enolase. The intermediate 
filaments also reacted with vimentin antibodies by immunogold electron microscopy. The findings in this case 
are remarkably similar to the histologic !trastni< tor il hkI imraimo: , tocbcmkal features of rhabdoid tumors 
in humans. 



Key words: Brain neoplasms; dogs; immunohistochemistry; rhabdoid tumor; ultrastructure. 



Rhabdoid tumor (RT) is an aggressive, malignant neo- 
plasm that is recognized in humans and that most commonly 
arises in the kidneys of children. 11 -" RTs have also been 
reported as primary neoplasms in extrarenal locations, in- 
cluding the central nervous system (CNS). 9 We are aware of 
only one report of an RT in a nonhuman species; this RT 
affected the stomach of an aged orangutan. 8 

Although the cellular origin of this neoplasm is contro- 
versial, the diagnosis of rhabdoid tumor is based on the char- 
acteristic histologic, ultrastructural. and immunohistochem- 
icai features. 4 ' 6 '' 8 ; 3 Histologically, RTs are typically com- 
posed of large polygonal to globoid eosinophilic cells with 
globular intracytoplasmic inclusions. Nuclei are vesicular, 
often with marginated chromatin, and contain large distinct 
nucleoli. Ultrastructurally, the cytoplasmic inclusions are 
composed of discrete aggregates of intermediate filaments, 
usually arranged in whorls. By immunohistochemistry, the 
intermediate filaments react consistently with antisera to vi- 
mentin. Less frequently, cells stain using antisera to cyto- 



keratins, epithelial membrane antigen (EMA), glial fibrillary 
acidic protein (GFAP), or neuron-specific enolase (NSE). We 
report here on a neoplasm with features of the human rhab- 
doid tumor in a dog. 

A 1.5-year-old female Border Collie presented with a 
2-week history of seizures, drooling, and weakness in the 
hind limbs. Complete blood count and blood chemistry eval- 
uations were within normal limits. Vaccinations for typical 
canine diseases, including rabies, had been performed in the 
previous year. Previously, the dog had not exhibited any ev- 
idence of health problems. Antiseizure therapy with pheno- 
barbital (10 mg/kg twice daily) was initiated, but the clinical 
signs gradually progressed to include incoordination and cir- 
cling. Two months later, the dog exhibited circling to the 
right, left hind limb hemiplegia, and, based on a lack of 
menace response, appeared blind in the left eye. The dog 
was euthanatized, and the brain was removed for examina- 
tion. Other organs were not examined. 

The right pyriform lobe exhibited a soft gray-tan mass 
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Abstract 

A number of studies suggest a role for PTHrP and the classical PTH/PTHrP receptor (type I) in one of the first differentiation processes in 
mouse embryogenesis, i.e. the formation of parietal endoderm (PE). We previously reported that although in type I receptor (-/-) embryos 
PE formation seemed normal, the embryos were smaller from at least day 9.5 p.c. and 60% had died before day 12,5 p.c. Here we show that 
the observed growth defect commences even earlier, at day 8.5 p.c. Using two novel antibodies, we show that the expression of the type 1 
receptor protein at this stage is confined to extraembryonic endoderm only. In addition, we show that large amounts of PTHrP protein are 
present in the adjacent trophoblast giant cells, suggesting a paracrine interaction of PTHrP and the type I PTH/PTHrP receptor in PE 
formation. The involvement in PE differentiation of other recently described receptors for PTHrP would explain a possible redundancy for 
the type I receptor in PE formation. However, deletion of the type I PTH/PTHrP receptor in ES cells by homologous recombination 
completely prevents PTHrP-induced PE differentiation. Based upon diese observations, we propose that PTHrP and the type 1 PTH/PTHrP 
receptor, alihough cot required for the initial formation of PE, are required for its proper differentiation and/or functioning. © 1999 Elsevier 
Science Ireland l.kl. All rights reserved. 

Keywords: Embryonal stem cells; Homologous recombination; Immunohistochemislry; Parathyroid hormone/parathyroid hormone-related 
peptide receptor; Para! i 1 h n i r i u peptide; F ill idodem 



1. Introduction 

PTHrP was iniliaily kleritif Led in tumors associated with 
humoral hypercalcemia of malignancy, and was since then 
shown li' be important in a wade range of growth arid differ- 
entiation processes (reviewed m Mallctte, 1991; Orloft et 
al., 1994). The N- terminus of PTHrP, PTHrP(l-34), con- 
tains the PTH-Hke portion of this molecule, and is compar- 
able with PTH{l-34) in binding and activation of the 



1 -P " il 1 ; -il m-Midl fax +31-302516464; 
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classical PTH/PTHrP receptor (type I) (Abou-Samra et al., 
1992). While PTH and the type I receptor are known to 
serve an important role in regulation of calcium homeostasis 
in the adult organism (reviewed in Mallette, 1991), we and 
others have suggested a role for PTHrP and the type I recep- 
tor in the formation of parietal endoderm (PE) in the early 
mouse embryo (Chan et al., 1990; van de Stolpe et al., 1 993; 
Karperien et al., 1994, 1996; Behrendtsen el. al, 1995). 
However, mice in which the type I receptor gene was 
ablated did not show obvious abnormalities in PE formation 
(Lanske et al., 1996). Histoiogiai analysis of the PE of these 
mice suggested that this cell layer developed normally, 
although the mice were smaller than normal from at least 
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day 9.5 p.c., while, depending on the genetic background, 
60% had died at day 12.5 p.c. 

It was thought for a long time that the type I PTH/PTHrP 
receptor was involved in almost all of the actions of the N- 
terminal PTH and PTHrP fragments. However, with the 
recent discovery of additional receptors for N-terminal, 
midregion and C-terminal fragments of PTH and/or 
PTHrP, this concept is no longer tenable (Fenton et al., 
1991; Fukayama et al., 1995; Orloff et al., 1995; Usdin et 
al, 1995; Kovacs et al., 1996; Yamamoto et al., 1997). The 
presence of these other receptors for PTH and/or PTHrP 
might explain the residual PE formation in type 1 receptor 
(-■/-) embryos. 

Here, we present data which indicate that PTHrP exerts 
its actions in PE formation exclusively through the type I 
receptor, arid furthermore suggest that PTHrP and the type I 
receptor are required for proper differentiation and/or func- 
tioning of PE. 



2. Results 

2.1. Type I PTH/PTHrP receptor (-/-) embryos are growth 
retarded at day 8.5 p.c 

We previously reported that type I receptor (-/-) embryos 
are smaller from at least day 9.5 p.c. (Lanske et al., 1996). 
To examine the growth retardation during this stage of 
development in more detail, we directly measured the 
length of isolated embryos, and also included 8.5 p.c 
embryos in the analysis. For 9.5 p.c. embryos the crown- 
rump length was measured (Brown, 1990). Since for day 8.5 
p.c. embryos, which have not yet turned this analysis cannot 
be performed, the length of such embryos was measured 
differently, i.e. as the distance between a line touching the 
tips of the U-shaped embryo and a line touching the bottom 
of the U. Importantly, there was no difference in the curva- 
ture between wt, +/- or -/- embryos. Only embryos which 
had not turned yet were analyzed No differences were 
observed between the length of wildtype and heterozygous 
embryos, while 90% of the type I receptor (-/-) embryos 
were shorter than wildly pe/heterozygous embryos at both 
day 8.5 as well as clay 9.5 p.c. (Table 1). The shorter length 



of (-/-) embryos was already significant at day 8.5 p.c., and 
became even more pronounced at day 9.5 p.c. Type T recep- 
tor (-/-) embryos showed no significant differences in the 
number of somites compared to wildtype/hcterozygoiis 
embryos (data not shown). Thus type I receptor (-/-) 
embryos are already growth retarded at day 8.5 p.c,, sug- 
gesting defective formation of the extraembryonic endo- 
derm, the only site of receptor mRKA expression at this 
stage (Karperien et al., 1994). 

2.2. PTHrP-induced PE differentiation of ES cells is 
dependent on the type I PTH/PTHrP receptor 

To investigate the possible involvement of other recep- 
tors for VTH and/or PTHrP than the type I PTH/PTHrP 
receptor in PE differentiation, we determined the effect of 
different PTH and FFHrP fragments on PR differentiation of 
wild type ES cells and of ES cells with a homozygous 
deletion of the type I PTH/PTHrP receptor gene established 
from type I PTH/PTHrP receptor knockout mice (see Sec- 
tion 4). In this study, we performed experiments with the 
wildtype ES cell line 9(+/ + ) and the knock out ES cell 
lines 1(™/-) and 5 (-/-). Since no experimental differences 
were observed between ES 1 (-/-) and 5(-/-), only results 
with ES 5(-/-) are shown. Differentiation to PE was deter- 
mined using the PE marker thrombomodulin (Imada et al., 
1987; Weiler-Guettler et al., 1996) and by the changes in 
morphology (Strickland and Mahdavi, 1978; Strickland et 
al., 1980; van de Stolpe et a!„ 1993). No expression of 
thrombomodulin could be detected in undifferentiated ES 
cells. However, addition of RA for 6 d induced low expres- 
sion of thrombomodulin in ES(9+/+) cells (Fig. IA), 
Thrombomodulin was expressed at sites of high confluency 
by a few cells with a PE-like morphology (small and 
rounded cells with long filopodia) and not by the majority 
of the cells with a PrE-like morphology (flattened and 
epithelial-like cells) (see Fig. 4 and Fig. 5B). Treatment 
with the N-terminal fragments, PTH(l-34) and PTHrP(l- 
34), or the full length versions of these molecules, PTH('l- 
84) and PTHrP([-141), induced aPE-iike morphology and a 
strong increase in thrombomodulin expression (Figs. 1A 
in 513) ( mantifi ition J ns Ion scat) m 1 the 
autoradtogram in Fig. 1A revealed these increases to be 4- 



Tabie 1 

Relative length of type 1 PTH/PTHrP receptor (-/-) embryos 



Days of gestation 


Total no. of embryos 


{-/-) embryos 












Smaller" 


Relative length (%)'' 


8.5 


43 


10 


9 


83.3 + 4,1* 


9.5 


49 


10 


9 


77.5 ± 4.6" 



"Length of embryos was determined using a micrometer eyepiece, and number of (--/-) embryos i .- tn ,ti, i er r L rt in - ij 0 < ulti \p„ nd 
!'C4ei"/.ygoii4 erf :s given. 

"Length of (-/-) embryos as percentage of the average length of wildtype and heterozygous embryos. Data are the mean ± SEM. 
*P < 0,01 ; **P < 0.001. Analysis of difference between (-/-) embryos and wildlype plus heterozygous embryos was performed using Bonferroni Mesf 
e i Lai 'if i -N n \j ; en - j 1 1 
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to 5-fold compared to treatment with RA alone, while 
dbcAMP elevated thrombomodulin levels approximately 
20-fold. Importantly, treatment with PTHrP(67-86) (not 
shown), PTHrP(67-94) or PTHrP(107-139) did not affect 
thrombomodulin expression nor did it induce a PE-like mor- 
phology. Thus, PTHrP induces PE differentiation via its N- 
terminal part and receptors for the midregion or C-terminal 
PTHrP fragments are not involved in PTHrP-induced PE 
differentiation. 

As observed for the wildtype ES cells, treatment of ES 
5(-/~) cells with RA for 6 days induced low amounts of 
thrombomodulin (Ids. IB), which was expressed at sites 
of high confluency by a few cells with a PE-like morphol- 
ogy. Subsequent treatment with the different PTH(rP) frag- 
ments during the last 3 days did not elevate thrombomodulin 
expression (lug. IB) nor did it increase the amount of cells 
with a PK-Jike morphology. Importantly, dbcAMP was per- 
fectly able to induce thrombomodulin expression (Fig. IB) 
and a PE-like morphology (Fig. 5B), showing that the 
ES5(-/-) cells were not impaired in their capacity to form 
PE. Thus, the type I receptor is necessary for the PTHrP- 
induced PE differentiation. Furthermore, the observation 
that treatment with RA is sufficient to induce some PE 
differentiati i n 1^ s > i cell ge.st.s that tin pondt 
neous' differentiation to PE is not caused by an autocrine 
mechanism involving PTHrP and the type I PTH/PTHrP 
receptor, as was previously suggested (van de Stolpe et 
al„ 1993). We therefore conclude that the type I PTH/ 
PTHrP receptor is essential for the PTHrP-induced PE dif- 
ferentiation of ES cells, and that other mechanisms can 
contribute to PE differentiation as well. 



2.3. Characterization of a, 
antibodies 



i-type I PTH/PTHrP receptor 



Two novel antibodies A27 and P31, directed against, 
respectively, the extracellular N-terminus and the intracel- 
lular C-terminus of the receptor (see Section 4) were tested 
by Western blotting using cell extracts of COS or 293 cells 
transiently transfected with mouse type 1 receptor expres- 
sion vector (cMR13). Both P33 as well as A27 recognized a 
band with die expected molecular weight of approximately 
85 kDa in 293 cells (Fig. 2A) and COS cells (Fig. 2B) 
transfected with cMR13 but not in mock transfected cells 
(Karpfetal., 1987; Shigeno etal., 1988). A band of approxi- 
mately 160-180 kDa could be detected also and might pre- 
sent a dimer of the receptor. However, other bands with a 
molecular weight of approximately 60 and 70 kDa were 
detected in COS cells as well. Since the type I receptor 
contains four putative N-lmkcd giycosyiation sites, the 
bands of 60 and 70 kDa could represent less glycosylated 
receptor protein. Inhibition of N-linked glycosylation with 
tunicamycin resulted in strong expression of the 60 kDa 
band, which thus likely represents the putative backbone 
of the type I receptor, and a band of approximately 120- 
140 kDa which could represent a dimer of unglycosylated 



type I receptors (Fig. 2B). Dimerization or micro i iga 
ti in has ,re i< til been dem n-rr ted Or the -2 eieneigi 
receptor and the gonadotropin releasing hormone receptor, 
and shown to be stabilized by agonist treatment (Hebert et 
al„ 1996; Janovick and Conn, 1996). The biological rele- 
vance of the p-uative type I receptor diners and their exis- 
tence under more physiological circumstances remain* to be 
determined. 

We could not detect any expression of type I PTH/PTHrP 
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expressing thi ' 1 pior was detent us in imrai 
notluorescence. As shown in Fig. 5B, receptor expression 
was only observed in ES 9(+/+) cells with a PR-like moi- 
phology. Again, no receptor staining could be cfctecred in 
ES 5(-/-) cells, before or after differentiation by RA and 
dbcAMP, confirming once more the specificity of the anti- 
body. 



Pig. 2. Detection of the type ; PTH/PTHiP receptor in .ra-sfeeted 293 and 
COS celts, (A) 293 cells were mock transfected (-) or transfected with a 
mouse type t PTH/FTHrP receptor expression vector (cMR13). Cell 
lysalc k } it \n m-.i-i-icti.s--i mpic but 

tans were separatee by SDS-PAGE on a 10% gel, blotted and detected 
with the Jln.i p>i ,ruib. . ^ P- or A27, i- The n I 

PTH/PTHrP receptor was detected as a band of approximately 85 kDa. (B) 
COS cells were transfected as described in i.A'i. and treated with tunica- 
mycin (10 mg/ml) or vehicle (DMSO), as indicated. cMR13 is detected 
with the antibody Pill. In mock transfected cells an aspecific band of 
approximately 61 kDa is observed. 

receptor protein in undifferentiated F9 EC cells, while low, 
but detectable, expression was found during RA-indnced 
differentiation towards PrE {.i'ig. 3A). Subsequent differen- 
tiation to PE, by addition of PTHrP or dbcAMP, was accom- 
panied by a strong upregttlation of receptor expression (Fig. 
3 A). The molecular weight of the receptor in PrE and PE- 
like cells was 85 kDa, suggesting that it was normally gly- 
cosylated during this differentiation process. Differentiation 
to PE was confirmed by Western blotting on thrombomo- 
dulin. As shown in Fig. 3B, thrombomodulin was not 
expressed, or at very low levels, in undifferentiated or 
RA-induced PrE-like cells, while subsequent differentiation 
to PE by treatment with PTHrP or dbcAMP strongly 
induced thrombomodulin expression. The identity of the 
cells expressing the type I receptor was determined by 
immunofluorescence. As expected from the Western blot- 
ting experiments, we could not find any expression in undif- 
ferentiated cells (Fig. 4), while RA-induced differentiation 
to a PrE-like phenotype resulted in expression of the recep- 
tor at low levels. Treatment of PrE-like cells with PTHrP or 
dbcAMP strongly induced expression of the type I receptor 
in cells differentiated to a PK-like phenotype. 

Specificity of the antibodies was confirmed using Wes- 
tern blotting and immunofluorescence on ES 9(</-i and ES 
1 (-/•■-) cells. Fig. 5A shows a Western on the type I PTH/ 
PTHrP receptor in differentiating ES cells. No type I PTH/ 
PTihP receptor expression was detected m undifferentiated 
ES cells (not shown). Treatment with RA induced a strong 
increase in receptor protein expression of the ES 9(+/+) 
cells, while subsequent treatment with PTllrPi 1-34) or 
dbcAMP induced a further increase in expression. No 
expression was found in ES 5(-/-) cells (Fig. 5A). The 
sharp band of approximately 80 kDa, which in ES 9(+/+) 
cells runs close to the receptor band of 85 kDa, can be 
detected in ES 5 (-7-) cells as well, suggesting that it is 
recognized non-specifically. The phenotype of the cells 



2.4. The type I PTH/PTHrl' rtctptor proteip is expressed in 
parietal aim ml i • ecu p uliui 

embryos 

To investigate whether the type I receptor protein is 
indeed expressed at sites involved in PE differentiation, 
we performed immunohistochciuistry with both A27 and 
P31 antibodies. The earliest stages in which we observed 
expression were early postimplantation embryos of approxi- 
mately day 5.5 p.c. The embryos were left in utero and 
embedded as such in paraffin, or were frozen in tissue freez- 
ing medium, sectioned and stained for the type I PTH/ 
PTHrP receptor with antibodies P3 1 and A27, as described 
in Section 4. As shown in Fig. 6A, the receptor was detected 
at high levels in tissue of both embryonal and maternal 
origin. This staining was specific since both antibodies 
showed identical staining patterns, while no staining was 
observed when the first antibody was omitted (not shown). 
Maternal type I receptor was expressed in the outer zone of 
the decidua and in the inner circular myometrial smooth 
muscle layers. This expression pattern is consistent with a 
proposed role for PTHrP in relaxation of uterine smooth 
muscles and inhibition of uterus contractility before partus 
(Thiede et al., 1991; Daifotis et al., 1992; Paspaliaris et al., 
1992; Williams et al., 1994). Embryonic type I PTH/PTHrP 
receptor was detected only in the extraembryonic cell 
layers, being PE and VE (Fig, 6B). A comparable expres- 

B 



Fig. 3. Expression oi the type I PTH/PTHrP receptor protein (A) and 
i i i' I i in ] lu iL i Iji ii , d tJ Li i h i I Li i 
cells were left untreated, treated with 1 mM RA for 3 days to induce PrE 
differentiation, or treated with 1 /At RA fo 5 day; ih or witl out [ O I nM 
PTHrP(l-34) or 1 mM dbcAMP during the last 2 days to induce PE 
1 p -ri i -iSirpe „ . eated describe i the legend of 
1 i 2 I i ik 1'lkl IH , j i , i 

Simitar results were obtained with the antibody A27 (not shown). B) 
Sar.pies ic tie t i be 1 n en Ii [ mil i .1 

with antibody 273-34A against thrombomodulin are shown. 
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Fig. 4. Immunofluorescent staining of the type I PTH/PTHrP receptor and thrombomodulin during endoderm differentiation of" F9 EC cells. F9 cells were le 
untreated (EC), or treated with 1 mM RA for 5 days with or without 100 nM PTHrP(l-34) or 1 raM dbcAMP during the last 2 days as indicated. Shown at 
the immunofluorescent staining of the type I PTH/PTHrP receptor, with antibody P31, or of thrombomodulin (TM), as described in Section 4, Scale bar, 5 



sion pattern was observed for the type I PTH/PTHrP recep- 
tor in the 6.5 day p.c. embryo (Fig. 6D), while only back- 
ground staining was detected in the control (staining 
procedure when first antibody was omitted, Fig. 6C). Inter- 
estingly, high levels of receptor expression were found in 
the marginal /one. a region where PE and VK are in close 
contact, and from which PE cells are recruited (Hogan and 
Newman, 1984). The visceral endoderm cells near the mar- 
ginal zone have been demonstrated to possess the capacity 
to differentiate to PE cells until day 7.5 p.c. (Hogan and 
Tilly, 1981; Cockroft and Gardner, 1987). It was at this 
stage that we observed a decrease in expression of the 
type I PTH/PTHrP receptor in VE, compared to earlier 
stages, while expression m PF was still high (Fig. 6F). No 
expression could be detected at other sites, although some 
staining was detected in embryonic tissue between the ecto- 
derm and mesoderm, which was however non-specific since 
a similar staining was observed in the control (Fig. 6E). 
Type I receptor (-/-) embryos of day 8.5 and 9.5 p.c. are 
smaller than normal (see above). Importantly, while the only 
site of expression of the type I PTH/PTHrP receptor protein 
until 7.5 p.c. was in PE and VE, the only site of expression at 
day 9.5 p.c. was in PE, which can be recognized as a single 
cell layer between the trophoblasts giant cells and the visc- 
eral yolk sac (Fig. 6G). No staining was detected in the 



marginal zone, the VE or in the embryo proper (not 
shown). This suggests that the phenotype of type I receptor 
(-/-) embryos, at least the smaller size observed at day 8.5 
and 9.5 p.c, is a consequence of a lack of the type I receptor 
in (developing) PE. 

To measure PTHrP protein expression in the 9.5 p.c. 
embryo we used affinity-purified rabbit anti PTHrP (34- 
54) IgG. PTHrP protein was strongly expressed in the tro- 
phoblast giant cells (Fig. 6H). while no expression could be 
detected in embryonic tissues (not shown) nor in VE or PK, 
Thus, PTHrP and the type I receptor show a complementary 
expression pattern during early embryonic development. 



ES cells are an established model system for early 
embryonic events. They are considered to represent undif- 
ferentiated inner cell mass cells, and can he differentiated in 
vitro to form derivatives of all three germ layers, including 
extraembryonic endoderm. PTHrP is an established inducer 
of PE differentiation in vitro (Chan et al„ 1990; van de 
Stolpeetai., 1993 i. We show here that the PTHrP fragments 
(67-86), (67-94) and (107-139), for which receptors other 
than the type I PTH/PTHrP receptor have been described 
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The expression pattern of the type I PTH/PTHrP receptor 
protein observed in vivo was identical to that of its mRNA, 
as observed by in situ hybridization (Karperien et al., 1 994). 
Expression of type I PTH/PTHrP receptor protein was found 
in PE and VE of day 5.5 and 6.5 p.c. embryos . Interestingly, 
high amounts of type I Pill PJ IhP rec<.rPn r • in \\eio 
detected in the marginal zone, the region were Vli and PE 
iire in close contact and from which PR cells arc recruited 
iliogan and Newman, 1984). Visceral endodcrra cells near 
the marginal zone have been demonstrated to possess the 
capacity to transdifferentiate into PE cells until day 7.5 p.c. 
(Hogan and Tilly, 1981; Cockroft and Gardner, 1987). This 
correlated with the expression of type I PTH/PTHrP recep- 
tor protein found in this study, since expression in VE and 
tire marginal zone decreased at day 7.5 p.c, while it could 
no longer be detected in these cell layers at day 9.5 p.c. The 
only site of type I FFH/PTHrP receptor expression at this 
stage was PE. Type I PTH/PTHrP receptor protein expres- 
sion was complementary to expression of PTHrP protein in 
the trophoblast giant cells. The expression patterns of 
PTHrP and the type I PTH/PTHrP receptor thus strongly 
confirm the notion that this signaling system is involved 
in PE formation in a paracrine fashion. 



Fig. 5. Staining of the type 1 PTH/PTHrP receptor and thrombomodulin on 
differentiated ES (-./•■■) or ES 5(-/-> ceils. US 9(+/+) and ES 5(-/-) cells 
were Healed with I mM R A foi 6 days with or without 100 nM PTHrPfS 
.VI) or 1 i A? d <w'l Ln r 1 I ^ i , n . i s n 

were treated as described in the legend of Pig. 2, An immunobiot with 
antibody P.?] against the type i PTH'PiH P receptoi :s shown Similar 
results were obtau d f. Ihe anrib. (m iwi IS s „ arc 

imiminolluoresccnt sra'-nh.j; on the type 1 PTH/PTHrP receptor, v.itr an-; 
body Pel, or on thrombomodulin ('I'M;, as described a Section ! Sctue 
bar, 50 mm. 



(Fenton et al, 1991; Fukayama et al., 1995; Orloff et al., 
1995; Usdin et al., 1995; Kovacs et al., 1996; Yamamoto et 
ah, i 99 V). do not induce differentiation of ES cells to PE. in 
contrast to PTHrP fragments containing the N-terminus. 
Furthermore, the induction of PE by PTHrP(l-34) or 
PTHrP( 1-141) was prevented by homozygous deletion of 
the type I PTH/PTHrP receptor. Thus, we conclude that 
PTHrP- induced PE differentiation, at least of ES cells, is 
mediated exclusively by the type I PTH/PTHrP receptor. 



3.1, The role of PTHrP and the type I PTH/PTHrP receptor 
in PE differentiation in vivo 

If PTHrP and the type I PTH/PTHrP receptor play a cri- 
tical role in PE formation, mice with a homozygous deletion 
for either gene would be expected to die early in gestation 
because of defects in the parietal yoik sac. However, 
PTHrP(-/-) mice have developed a seemingly normal PE 
early in gestation, but die at birth (Karaplis et al„ 1994). A 
more severe phenotype is seen for type I PTH/PTHrP recep- 
tor (-/-) mice (Lanske et al, 1996). These mice are smaller 
than normal at day 8.5 pc. (this study), while, depending on 
the genetic background, 60% has died at day 12.5 p.c. 
Again, no obvious abnormalities are observed in the PE, 
Although detailed analysis of the PE of these mice is still 
lacking, die phenotypes suggest that PTHrP and the type I 
PTH/PTHrP receptor are not essential for formation of PE. 
Lack of fetal PTHrP in early gestation of PTHrP (-/-) 
embryos, could likely be compensated for by maternally 
derived PTHrP. Indeed, high levels of PTHrP mRNA and 
protein were observed in the maternal tissue surrounding the 
embryo (Karperien et al., 1996; this study), which might 
result in transfer of maternal PTHrP to the embryo, a phe- 
nomenon described previously for knock outs of other 
growth factors such as TGF/3 S (Shull et al„ 1992). We 
hypothesized that the lack of a ciear phenotype in early 
gestation of type I PTH/PTHrP receptor (-/-) embryos 
could be due to compensation by other receptors for PTH 
or PTHrP. However, our present data clearly show that none 
of the PTHfrP) fragments could enhance PE differentiation 
in type I PTH/PTHrP receptor (-/-) ES cells, indicating that 
at least in vitro this was not the case. Our data indicate that 
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the type I PTH/PTHrP receptor protein was expressed 
exclusively in the VE and PE, and not at other sites, until 
at least day 9.5 p.c. Although it can not be excluded that die 
type 1 receptor has a function in extraembryonic YE other 
than stimulating the formation of PE, the smaller size of" the 
type I PTH/PTH-TrP receptor (-/-) embryos at day 8.5 p.c. 
strongly suggests that PTHrP and the type I PTH/PTHrP 
receptor are required for proper PE differentiation and/or 
functioning. In relation to this, the phenotype of thrombo- 
modulin (-/■-) embryos is striking, since at day 8.5 p.c. these 
mice arc smaller titan normal, while rite embryo's failed to 
survive beyond day 9.5 p.c. Since no obvious pathological 
abnormalities were observed, and the only site of expression 
before day 9,5 p.c. was the parietal yolk sac, it was sug- 
gested That the failure of thrombomodulin embryos to 
survive was consequence of dysfunctional maternal-em- 



bryonic interaction (Healy et al„ 1995). We observed that 
exogenous PTHrP can strongly increase thrombomodulin 
expression in RA-treated ES cells Whether thrombomodulin 
expression levels are affected in type I FrH/PTHrP receptor 
(-/-) embryos remains to be determined. 

Since type I receptor (--/-) embryos show formation of 
PE, the type I receptor is apparently not essential lor (initial) 
PE formation. This is supported by our in vitro data using 
the type I PTH/PTHrP (-/-) ES cells. Although these cells 
do not respond to PTHrP they can still differentiate to PE, 
indicating that other signals are involved in PE differentia- 
tion as well. Recently, Rehrendtscn et al. (1995 ) showed that 
differentiation and outgrowth of IT from isolated ICM is a 
cooperative interaction between extracellular matrix, integ- 
rins and FPHrP. This suggests that signals induced by extra- 
cellular matrix components might compensate for the lack 
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of PTHrP-induced signals in type I PTH/PTHrP receptor (-/ 
-) embryos. 

In conclusion, PTHrP-induced stimulation of PE differ- 
entiation is solely mediated by the type I. PTH/PfHrP recep- 
tor. The expression patterns of the type I PTH/PTHrP 
receptor protein and the PiHrP protein are strongly consis- 
tent with the role for this signaling system as stimulators of 
PE differentiation in vivo. The observation that VE and PE 
are the only sites of type I FrH/PTHrP receptor expression 
until at least day 9.5 p.c. suggests the phenotype of type I 
PTH/PTHrP receptor (-/-) embryos at this stage to" be 
explained by improper differentiation and/or functioning 
of PE. Detailed analysis of PE in these mice will therefore 
be the subject of further study. Our results are consistent 
with a model proposed by others, in which PrE cells, of VE 
cells with PrE-like characteristics, are induced to differenti- 
ate into PE and to migrate from the marginal zone over the 
trophectoderm by a cooperation of signals induced by 
PTHrP and other factors, like extracellular matrix compo- 
nents. We propose that PTHrP, although not required for 
initial PE differentiation, is essential for proper differentia- 
tion and/or function of PE, 



4. Experimental procedures 

4.1. Materials 

dbcAMP was purchased from Aldrich (Zwijndrecht, the 
Netherlands); ECL from Amersham (Hertogenbosch, The 
Netherlands); All-trans RA and tunicamycin were from 
Sigma rat PTH(l-34) was purchased from Peninsula 
Laboratories Europe (St. Helens, UK); PTHrP(l~34) from 
Bachem (Bubendorf, Switzerland); PTHrP(67-86), 
PTHrP(67-94) hPTHrP(I07-139) and hPTHrP(M41) were 
a gift from Jane Moseley (University of Melbourne, Aus- 
tralia). Recombinant hPTH(l-84) was obtained as described 
previously (Inomata et al., 1995), using a bacterial expres- 
sion vector for full length hPTH, kindly provided by Dr. H. 
Juppner (Massachusetts General Hospital and Harvard 
Medical School, Boston, MA). Affinity-purified polyclonal 
rabbit anti-human PTHrP(34-53) IgG were purchased from 
Oncogene Science (Mincola, NY). Monoclonal antibodies 
against thrombomodulin were a gift from Dr. S.J. Kennel 
(Oak Ridge National Laboratory. Oak Ridge, TN'i. 

4.2. Embryos 

Embryos homozygous for the PTH/PTHrP receptor gene 
were obtained by mating of heterozygous mice of mixed 
genetic background C57BL/6-129/SvJ-CBA. For the immu- 
nohistochemical study on FrHrP and type I PTH/PTHrP 
receptor expression, Fl embryos were obtained from 
C57BL/6 females mated to CBA males. The embryos 
were kept on a 14:10 h light-dark rhythm. Gestation was 
assumed to have begun in the middle of the dark period. 



Genotyping of die embryos was performed by PCR. Length 
of embryos was measured before fixation, after removing 
the extraembryonic membranes and leaving the embryo 
intact. 

4.3. Immunohistochemistry 

Embryos were fixed in 4% buffered paraformaldehyde 
and embedded in paraffin, except tor' log. 6C.I). where sec- 
tions used were obtained from embryos which were quick- 
frozen in tissue freezing medium (Electron Microscopy 
Center, Washington;, Deparafmized 6 mm sections were 
treated with 1% H 2 0 2 in 40% methanol for 20 min to 
block endogenous peroxidase activity, and subsequently 
pretreated with 0,03% pepsin (Sigma) in diluted HC! (pl'i 
2.0) lor H min at 37"C. Blocking of non-specific binding and 
all subsequent antibody incubations were performed in 
0.5% Boehringer Milk Powder (BMP) dissolved in TNT 
(100 mM Tris, 150 mM NaCl, 0.05% Tween-20, and 
0.04% Triton X-100). Incubation of first antibody was over- 
night at 4°C. After washing with TNT, sections were incu- 
h led it i in kits econdary antibody (An crsl in foi 
45 min at 37°C, washed with TNT and incubated with 
horseradish peroxidase conjugated streptavidin (Amer- 
sham) for 30 min at 37°C, Signals were amplified by per- 
oxidase induced deposition of biotinylated tyramides using 
the signal amplification kit of DuPont. After washing, sec- 
tions were incubated with horseradish peroxidase conju- 
gated streptavidin for 30 min at 37°C, washed and signals 
were developed using 3-amino-9-ethylcarbazole (AEC, 
Sigma). Sections were counterstained using hematoxy in 
and mounted in Kaisers glycerin. 

4.4. Establishment of ES cell lines with a homozygous 
deletion of the type I PTH/PTHrP receptor gene 

ES cell lines were established as previously described 
(Robertson, 1987). In short, first to introduce a b-galactosi- 
dase transgene as marker, C57BL/6 mice heterozygous for 
the type I PTH/PTHrP receptor knock-out (Lanske et al., 
1996) were mated with C57BL/6 mice carrying a /3-galac- 
tosidase transgene which was engineered to be expressed 
ubiquitously (Zambrowicz et al, 1997). By further mating, 
mice heterozygous for the type I PTIEPTHrP receptor 
knock-our and homozygous for the /3-galac-osidase trans- 
gene were made. They were then mated with mice hetero- 
zygous for the PTH/PTHrP receptor knock-out to produce 
blastocysts. Collected blastocysts were placed onto fibro- 
blasts feeder layers and cultured, When blastocysts hatched 
and ICMs proliferated, ICMs were isolated from underlying 
trophoblasts and cultured onto new feeder layers. After 
about a week, ES cells were identified, isolated and cultured 
further. From 34 collected blastocysts, 17 new ES cell lines 
were successfully established. Among them, 13 lines were 
genotyped by Southern blot. All of them were heterozygous 
for the 0-gaiactOsidase transgene, as expected. Four of them 
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were homozygous for the type I PTH/PTHrP receptor 
knock-out, four of them heterozygous, and five of them 
wild-type. In this study, experiments were performed with 
the wild-type ES ceil line 9(+/+), and the knock out ES cell 
lines !(-/-) and 5 (■-/-). 

4.5. Cell culture and transfections 

F9 EC cells (ATCC) and ES cells were cultured as 
described elsewhere (van de Stolpe et al., 1993). Transient 
transfections were performed using the calcium phosphate 
precipitation method. One day prior to muisfecfion, the 
COS-7 or 293 cells were plated at a density of 2 x 10 cl 
cm 2 in six-well tissue culture clusters. The following day 
cells were transfected with a mouse type I PTH/PTHrP 
receptor expression vector (cMR13, Karperien et al., 
1996) or an empty expression vector. 

4. 6. Generation and affinity-purification of anti-type I PTH/ 
PTHrP receptor antibodies 

Plasmids encoding for GST-fusion protein with either a 
part of the extracellular domain or the C-terminal intracel- 
lular domain of the mouse type I PFH/PTHrP receptor 
(cMR13), were produced by cloning of, respectively, an 
Aval restriction fragment coding for amino acid 90-179 
and a Pvull restriction fragment coding for amino acid 
531-589, into pGEX-3X (Promega). Expression and puri- 
fication of GST fusion proteins were done as previously 
described (Smith, 1993), 

Antisera were obtained by primary immunization of New 
Zealand White rabbits via subcutaneous injection of 100 mg 
GST fusion protein coupled to glutathione-agarose beads in 
Freund's complete adjuvant, followed by booster immuni- 
zations with 100 mg GST fusion protein in Freund's incom- 
plete adjuvant for every 4 weeks. The animals were bled 10 
days after each boost. The antibodies A27 and P3 1 , directed 
against, respectively, the extracellular and intracellular part 
of the type I PTH/PTHrP receptor, were affinity-purified as 
previously described (Koff et al, 1992). 

4, 7. Western blotting 

Cells were washed twice with ice-cold PBS, scraped in 
RIPA lysis buffer (50 mM Tris-HCl, 150 mM NaCl, 1% 
Triton X-100. 0.5% sodium deoxycholate. 0.1% SDS, 20 
mg/ml leupeptin, 20 mg/ml aprotinin and 3 mM phenyl- 
methylsulfonylfiuoride), and protein concentrations of the 
lysatcs were determined. Preparation of samples for Wes- 
tern blotting on thrombomodulin was done by adding of 
appropriate amounts of non-reducing sample buffer 
(Laemmli sample buffer without p-mercaptoethanol), and 
heating for 5 min at 95°C. Preparation of samples for Wes- 
tern blotting on the type I PTH/PTHrP receptor was done by 
adding of appropriate amounts of urea saturated non-redu- 
cing sample buffer, and shearing of the samples through a 
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needle. Equal amounts of proteins were loaded on a 10% 
SDS-polyacrylamide gel blotted to Immobiion-P PVDF 
membrane, incubated with A27, P31 or anti- thrombomodu- 
lin monoclonal antibody 273-34 A (Kennel et al., 1987), and 
subsequently incubated with peroxidase-labeled secondary 
mtib 1 folio ed b; 1CL Hie M increase in thrombo- 
modulin levels was quantified by computerized densitome- 
try using NIH Image. 

4.8. Immunofluorescence 

Cells were washed twice with PBS, fixed with 2% paraf- 
ormaldehyde, and incubated with 20 mM NH 4 C! for 30 min. 
For detection of type I PTH/PTHrP receptor with antibody 
A27 or Pol. cells were incubated with, respectively, PBS/ 
0.2% BSA for 1 h or treated with 0. 1 % Triton for 5 min prior 
to incubation with PBS/0.2% BSA for 1 h. Subsequent anti- 
body incubations were done in PBS/0.2% BSA as well. 
Detection of thrombomodulin was performed as previously 
described (Verheijen et al, 1999). Incubations with first 
antibodies were for I h at RT, the cells were rinsed exten- 
sively in PBS, and incubated with CY3 -conjugated second- 
ary antibodies (Jackson Immunoresearch, West Groove, 
PA) for 1 h at RT, again extensively rinsed, and mounted 
in Moviol. 
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Synthesis of a gene encoding 
parathyroid hormone-like protein- 
(1-141): purification and biological 
characterization of the expressed 
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Doescher, T Wu, CA Morris, WJ Burtis, KL Insogna 
and DM Valenzuela 

Oncogene Science, Inc., Manhasset, New York 1 1030. 
PTH-like proteins (PTHLP), which are associated with 

humoral hypercalcemia of malignancy, have recently been * Articles by Thorikay^M. 
purified. Isolation of their corresponding cDNAs has 
revealed that they are derived from a single gene. In this 
report a synthetic gene encoding PTHLP-(1-141), a 141- 
amino acid protein corresponding to the most abundant 
PTHLP cDNA detected in human tumors, was expressed 
in bacteria and purified to homogeneity. Recombinant (r) 
PTHLP-( 1-141) migrates with an aberrantly high mol wt 
on sodium dodecyl sulfate-polyacrylamide gel 
electrophoresis, presumably as a result of its unusually basic pi. rPTHLP-(l-141), like PTH, 
induced hypercalcemia in rats, caused release of 45Ca from fetal rat bones, and stimulated the 
synthesis of cAMP by rat osteosarcoma cells and canine renal membrane preparations. A 
comparison of the abilities of rPTHLP-(l-14I) and bovine PTH-(I-34) to stimulate cAMP 
synthesis indicated rPTHLP-( 1-141) to be 5-fold more potent in the osteosarcoma assay, while 
nearly 30-fold less active in the renal membrane adenylate cyclase assay. Although 100-fold less 
potent than bovine PTH-(l-34) in promoting bone resorption, rPTHLP-(l- 141) was a potent 
calcemic factor in vivo, inducing a rise in serum calcium from 10.4 to 14.5 mg/dl when infused 
into rats at 1.3 micrograms/h. These results support previous assumptions that PTHLP is the 
humoral factor responsible for humoral hypercalcemia of malignancy. In addition, they suggest 
substantial differences between PTHLP and PTH in the regulation of calcium homeostasis. 
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PTH-reiated protein (PTHrP) interacts, via its amino-termlnal 34 residues, with 
PTH receptors on osteoblasts to stimulate osteoclastic bone resorption indirectly. 
We now report that mature hPTHrP-(l-141) (EC50, approximately 10{-11) M) 
and a carboxyl-terminal fragment, PTHrP~(107-139} (EC50, approximately 10(- 
15) M), are potent inhibitors of resorption in an isolated rat osteoclast bone 
resorption assay, whereas hPTHrP-( 1-108} and hPTHrP-(l-34) are inactive In this 
respect. PTHrP-(107-139) also inhibits resorption in a rat long bone organ culture 
system and reduces osteoclast spreading. PTHrP-{107-139) does not act on 
osteoclasts via a cAMP signal transduction mechanism, but its effects may be 
mediated by protein kinase-C. This previously unrecognized action of PTHrP, to 
inhibit osteoclastic bone resorption directly, indicates that PTHrP may be a 
precursor of multiple biologically active peptides with differing physiological 
functions. 
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Up-regulation of parathyroid hormone-related protein in folic 
acid-induced acute renal failure. 

Background. Parathyroid hormone (PTH)-related protein 
(PTHrP) is present in many normal tissues, including the kid- 
ney. Current evidence supports that PTHrP is involved in renal 
pathophysiology, although its role on the mechanisms of renal 
damage and/or repair is unclear. Our present study examined 
the changes in PTHrP and the PTH/PTHrP receptor (type 1) 
in folic acid-induced acute renal failure in rats. The possible role 
of PTHrP on the process of renal regeneration following folic 
acid administration, and potential interaction between angio- 
tensin II (Ang II) and endothelin-1, and PTHrP, were exam- 
ined in this animal model. 

Methods. PTHrP, PTH/PTHrP receptor, ACE, and prepro- 
endothelin-1 (preproET-1) mRNA levels in the rat kidney were 
analyzed by reverse transcription-polymerase chain reaction 
(RT-PCR) and/or RNasc protection assa\ . Ininiunohistocheni- 
istry also was performed for PTHrP, the PTH/PTHrP receptor, 
and Ang II in the renal tissue of folic acid-injected rats. The 
role of PTHrP on tubular cell proliferation following folic acid 
injury was investigated in vitro in rat renal epithelial cells (NRK 
52E). PTHrP secretion in the medium conditioned by these 
cells was measured by an immunoradiometric assay specific 
for the 1-36 sequence. 

Results. Using RT-PCR, PTHrP mRNA was rapidly (1 hour) 
and maximally increased (3-fold) in the rat kidney after folic 
acid, decreasing after six hours. At 72 hours, renal function was 
maximally decreased in these rats, associated with an increased 
PTHrP immunostaining in both renal tubules and glomeruli. In 
contrast, the PTH/PTHrP receptor mRNA (RNase protection 
assay) decreased shortly after folic acid administration. More- 
over, PTII/PTIIrP receptor immunostaining dramatically de- 
creased in renal tubular cell membranes after folic acid. A 
single subcutaneous administration of PTHrP (1-36), 3 or 50 
|xg/kg body weight, shortly after folic acid injection increased 
the number of tubular cells staining for proliferating cell nu- 
clear antigen by 30% (P < 0.05) or 50% (P < 0.01), respec- 
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tiveh. in these rats at 24 hours, without significant changes in 
either renal function or calcemia. On the other hand, this pep- 
tide failed to modify the increase (2-fold over control) in ACE 
mRNA, associated with a prominent Ang II staining into tubu- 
lar cell nuclei, in the kidnev of folic acid-treated rats at this 
time period. The addition of 10 mmol/L folic acid to NRK 52E 
cells caused a twofold increase in PTHrP mRNA at six hours, 
without significant changes in the PT1 1/PTHrP receptor mRNA. 
The presence of two anti-PTHrP antibodies, with or without 
folic acid, in the cell -conditioned medium decreased (40%, P < 
0.01) cell growth. 

Conclusions. Renal PTHrP was rapidly and transiently in- 
creased in rats with folic acid-induced acute renal failure, fea- 
turing as an early response gene. In addition, changes in ACE 
and Ang II expression were also found in these animals. PTHrP 
induces a mitogenic response in folic acid-damaged renal tubu- 
lar cells both in vivo and in vitro. Our results support the notion 
that PTHrP up-regulation participates in the regenerative pro- 
cess in this model of acute renal failure and is a common event 
associated with the mechanisms of renal injury and repair. 



Parathyroid hormone (PTH)-related protein (PTHrP) 
is present in the vast majority of normal fetal and adult 
tissues, including the kidney, and it appears to act as an 
autocrine/paracrine factor [1, 2]. In adults, PTHrP is 
widely present along the nephron and in the intrarenal 
arterial tree, and current evidence points to an emerging 
role of PTHrP in renal physiology [1,3,4]. An increasing 
number of studies support the notion that PTHrP, acting 
through its N-terminal region homologous to PTH, is 
involved in the control of vascular tone [5, 6]. In this 
regard, PTHrP (1-34) induces vasorelaxation in the pre- 
constricted isolated rabbit kidney [3]. Moreover, this 
peptide increases glomerular filtration rate and renal 
blood flow when infused into the renal artery of anesthe- 
tized rats [7]. However, the true role of local PTHrP in 
the kidney as a regulator of the renal vascular tone re- 
mains unclear, since this peptide also increases renal 
renin secretion [8]. Recent studies have demonstrated 
that PTHrP might directly modulate glomerular function 
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by interacting with the contracting-relaxing capabilities 
of glomerular mesangial cells [9, 10]. 

Parathyroid hormone-related protein also exhibits 
growth-regulatory properties in renal tubular and mesan- 
gial cells [4, 10-13]. Renal PTHrP expression is rapidly 
and transiently up-regulated during the recovery period 
after ischemic injury in vivo and in vitro and in cyclospo- 
rine-induced chronic nephrotoxicity [4, 13, 14]. More- 
over, we recently found a sequential increase of PTHrP, 
associated with a decreased PTH/PTHrP (so called type 
1) receptor, in the renal cortex of rats during the develop- 
ment of proteinuria after albumin overloading [15]. 
These findings suggest that PTHrP overexpression might 
be related to the mechanisms associated with renal injury 
and also with the progression of renal damage. 

In the present study, considering the PTHrP features 
in glomerular function and tubular growth described pre- 
viously in this article, we hypothesized that this protein 
might play a role in the injured kidney and in the subse- 
quent renal regenerative process. To assess this hypothe- 
sis, the renal expression of PTHrP and the PTH/PTHrP 
receptor were examined in rats with acute renal failure 
induced by folic acid. A dramatic renal tubular hyperpla- 
sia occurs in this animal model, but in contrast to other 
experimental models of acute renal failure, kidney lesions 
following folic acid injection are only moderate [16-18]. 
Since the mitogenic effects of PTHrP on renal cells had 
only been characterized in vitro, we investigated whether 
exogenous administration of PTHrP would increase re- 
nal epithelial regeneration in this in vivo model. In addition, 
the changes of angiotensin-converting enzyme (ACE) and 
preproendothelin-1 (preproET-1), whose expression in- 
crease in parallel to PTHrP in the renal cortex of rats with 
intense proteinuria [15], as well as those of angiotensin II 
(Ang II) were evaluated in the kidney of rats after folic 
acid injury. In addition, the putative direct effects of folic 
acid on PTHrP production in rat kidney epithelial cells 
in vitro and its role on cell growth were assessed. Our 
studies provide further insights into the emerging role 
of PTHrP as a renal regulating factor [19], supporting its 
participation in the regenerative process in the damaged 
kidney. 

METHODS 
Animal model 

Male Wistar rats (250 g body weight) were fed stan- 
dard rat chow ad libitum and were given free access to 
water. One group of rats received a single intraperitoneal 
injection of folic acid (Sigma, St. Louis, MO, USA), 
250 mg/kg in 150 mmol/L sodium bicarbonate (vehicle). 
Control animals received the same volume of vehicle 
alone. At different time periods up to 10 days after folic 
acid injection, four to eight animals from each group 
were sacrificed under ether anesthesia, and kidneys were 



removed. At 1.5 hours following folic acid administra- 
tion, other groups of six animals each were injected sub- 
cutaneously with PTHrP (1-36) (kindly donated by Dr. 
A.F. Stewart, Department of Endocrinology, University 
of Pittsburgh, PA, USA), at 0.3, 3, and 50 u.g/kg, respec- 
tively, in saline with 0.1% bovine serum albumin (BSA). 
These doses were selected because they have shown to 
elicit various renal and bone effects in humans and rats 
[20, 21]. On the other hand, acute or chronic administra- 
tion of this peptide and other related peptides in this 
dose range into normal subjects failed to affect either 
renal function or calcemia [20, 21]. At 24 hours after 
folic acid administration, these rats were killed under 
ether anesthesia, and kidneys were collected. One kidney 
from each animal in all groups was fixed in 4% buffered 
p-formaldehyde for light microscopy examination and 
immunohistochemistry. The other kidney was snap-fro- 
zen in liquid nitrogen and stored at -70°C for subsequent 
RNA extraction. Some kidney tissue samples were 
freeze-dried, and then lyophilized samples were dis- 
solved in 0.1 N NaOH. Protein was determined in tissue 
extracts by the Bradford's method, using BSA as the 
standard [22]. 

Blood chemistry 

Blood was taken by cardiac puncture under ether anes- 
thesia after an overnight fast. Plasma creatinine and 
blood urea nitrogen (BUN) were determined by auto- 
analyzer (Hitachi Chemistry System; Boehringer Mann- 
heim, Mannheim, Germany). 

Histologic studies and immunohistochemistry 

Fixed renal tissue sections were dehydrated by graded 
ethanols and xylene and then embedded in paraffin. Par- 
affin-embedded tissue sections (4 (xm) were mounted on 
3-aminopropyltriethoxy silane-treated slides for histo- 
logic evaluation or immunohistochemistry. Kidney sec- 
tions were stained with hematoxylin and eosin. 

Parathyroid hormone-related protein immunostaining 
was carried out with affinity purified anti-PTHrP antibody 
Ab-2 (Oncogene, Uniondale, NY, USA), recognizing 
the sequence 34 to 53 of human and rat PTHrP [14, 15]. 
The PTH/PTHrP receptor staining was performed with 
an affinity-purified antibody against the extracellular 
domain of this receptor in the rat (Ab VII; Babco, Rich- 
mond, CA, USA) [23]. For Ang II staining, a rabbit anti- 
serum to Ang II (Peninsula Laboratories, San Carlos, CA, 
USA) was used. Proliferative activity was evaluated with a 
monoclonal antiproliferating cell nuclear antigen (PCNA; 
Clone PC10; Dako, Glostrup, Denmark). Immunostain- 
ing was performed as described in detail [15, 23]. Briefly, 
tissue sections were incubated with 1.5% normal goat 
serum in phosphate-buffered saline (PBS) for 30 minutes 
and then with 4 |jig/mL of Ab-2 antibody, 5 |jig/mL of 
Ab-VII antibody, 400-fold dilution of anti-Ang II anti- 
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Fig. 1. Time-course of changes in plasma creatinine (A) and blood 
urea nitrogen (BUN; B) in rats with folic acid-induced acute renal 
failure. Measurements were from Mood samples obtained in rats alter 
overnight fast, using standard methods. Points are mean ± SEM of 
eight animals a I each time period. All values were significantly different 
(/' : ().()> or less) from the corresponding values in vchicic-injcclcd 
(control) rats (( )) al each lime period studied within one hour and six 
days. */' : ().()>; 7' : 0.01. compared w ith the corresponding values in 
folic acid-treated rats (■) at six hours. **P < 0.05 compared with 240 



serum, or 150-fold dilution of PCNA antibody for either 
two hours (Ab-2 and Ab-VII) or 30 minutes (Ang II 
and PCNA antibodies) . Sections were subsequently incu- 
bated with either goat anti-rabbit (Ab-2 and Ab-VII) or 
anti-mouse IgG (PCNA antibody) and the avidin-biotin- 
peroxidase complex (Vector, Burlingame, CA, USA). 
Following incubation with the Ang II antiserum, the sec- 
tions were incubated with a polymer-peroxidase complex 
(Envision + System; Dako). 3,3'-Diaminobenzidine was 
used as the chromogen. Some tissue sections were treated 
either with nonimmunogenic IgG or without the primary 
antibody, as negative controls. Staining of the capillary 
network and peritubular connective tissue was consid- 
ered as a positive internal control for Ang II [24]. The 
tissue sections were counterstained with Carazzi's hema- 
toxylin. 



In all cases, morphologic and immunologic evaluations 
of tissue samples were performed by two independent 
observers in a blinded fashion. PTHrP immunostaining 
was scored at glomerular and tubular level and graded as 
follows: 0, negative staining; 1, mild staining; 2, moderate 
staining; and 3, intense staining. Tubular staining for 
PCNA was evaluated in three X100 microscopic fields 
by counting the number of stained cell nuclei per field 
and then calculating the mean from each rat. In addition, 
the number of stained cells per 20 glomeruli without 
selection was also counted for each rat [25]. The final 
score was always the mean of the two evaluations. 

Cell culture 

Rat kidney cells NRK 52E (ATCC CRL 1571), dis- 
playing a tubuloepithelial phenotype [26, 27], were grown 
in Dulbecco's modified essential medium (DMEM) with 
5% fetal bovine serum (FBS; BioWhittaker, Verviers, 
Belgium), 100 U/mL penicillin, and 100 u,g/mL strepto- 
mycin, in 5% C0 2 at 37°C. Cells were serum-depleted 
for 24 hours before addition of 10 mmol/L folic acid 
dissolved in 300 mmol/L NaHC0 3 . This addition did not 
change the medium pH. In some experiments, subcon- 
fluent cells were incubated for 48 hours in serum-free 
medium with folic acid in the presence or absence of 
affinity-purified anti-PTHrP antiserum C7 or C13, recog- 
nizing either the C- or N-terminal region of PTHrP, 
respectively [28]. Then cells were trypsinized and resus- 
pended in trypan blue. Viable cells were counted in a 
hemocytometer. 

RNA extraction 

Total RNA was isolated from either rat kidney homog- 
enates obtained with a glass-Teflon homogenizer, or 
FBS-depleted NRK 52E cells, using TriReagent (1 ml 
per g wet tissue or 10 6 cells, respectively; Molecular Re- 
search Center, Inc., Cincinnati, OH, USA), according to 
the manufacturer's instructions. 

Reverse transcription-polymerase chain reaction 

To assess changes in mRNA levels by semiquantitative 
reverse transcription-polymerase chain reaction (RT- 
PCR), total RNA from either rat kidney (5 ng for the 
PTH/PTHrP receptor; 10 ng for c-fos; and 100 ng for 
the other genes studied), or NRK 52E (100 ng for the 
PTH/PTHrP receptor and 20 ng for PTHrP) was reverse 
transcribed, and resulting cDNA was amplified, using 
a commercial kit (Access RT-PCR System®; Promega, 
Madison, WI, USA), with specific primers for the rat 
PTH/PTHrP receptor [23], PTHrP, ACE, preproET-1 
[15], and c-fos [5'-GGGAATTCGGAGAATCCGAA 
GGGAAAGG-3 ' (sense), and 5'-CCGGATCCGTGA 
AGGCCTCCTCAGACTC-3' (antisense)]. These prim- 
ers yield PCR amplification products of 266 bp (PTHrP), 
495 bp (PTH/PTHrP receptor), 317 bp (ACE), 409 bp 
(preproET-1), and 316 bp (c-fos). The housekeeping gene, 
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Fig. 4. Immunostaining for parathyroid hor- 
mone-related protein (PTHrP) and the PTH/ 
PTHrP receptor in the kidney of folic acid-in- 
jured rats. Kidney sections of representative 
folic acid-treated M and (") or -untreated (/J 
and D) rats, showing immunolocalization of 
PTHrP by Ab-2 antibody (A and B), and of 
the PTH/PTHrP receptor by using Ab-VII 
antibody (C and I)). A dramatic increase in 
PTHrP positivity was observed in both proxi- 
mal and distal tubules in folic acid-treated rats. 
In contrast, PTH/PTHrP receptor staining, 
which was present in the basolateral mem- 
branes of the proximal tubules in the kidney 
cortex of control rats, almost disappeared at 
72 hours after folic acid injection. Negative 
control without priman antibody (/■,'). Magni- 
fications X100 (A C and E) and X500 (D). 
Reproduction of this figure in color was sup- 
ported by the Spanish Ministry of Science and 
Technology. 
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glyceraldehyde-3 -phosphate dehydrogenase (GAPDH), 
was amplified using specific primers as a constitutive 
control [15]. The reaction mixture (10 |jiL), with 0.5 |xCi 
[a 32 P]dCTP (3000 Ci/mmol; NEN Life Science Products, 
Zaventem, Belgium), was incubated for 45 minutes at 
48°C and two minutes at 95°C, followed by 30 cycles of 
one minute at 95°C, one minute at 60°C, and two minutes 
at 68°C, with a final extension of seven minutes at 68°C. 
Preliminary experiments established that these conditions 
provided a linear cDNA amplification in each case. 
32 P-labeled PCR products were separated on 4% poly- 
acrylamide gels, which were dried and exposed to auto- 
radiographic film. Values obtained after densitometric 
scanning (ImageQuant; Molecular Dynamics, Sunny- 
vale, CA, USA) of the different PCR products were 
normalized against those of the corresponding GAPDH 
product. 



4HM^ ^OKM^ ^MMWI 



Fig. 3. Parathyroid hormi ine-related pri (tein I PI i IrP ) and c-fos mRNA 
in I he ral kidney (olhming folic acid injur). lol;il RNA was isolated 
from Ihc kidnev of folic acid-treated or -untreated rats at different time- 
periods. (A) PTHrP and GAPDH mRNA, a constitutive control, and 
(B) c-fos mRNA were evaluated by RT-PCR. (A) Densitometric analy- 
sis corresponding to changes in PTHrP mRNA levels, corrected to those 
of GAPDH mRNA, induced by folic acid. Results are mean ± SEM 
corresponding to two different total RNA pools, each obtained from 
live different animals, and three individual animals per group. */' : 
0.01 compared with control (C; 100%). 



RNase protection assay 

RNase protection analysis was performed as described 
by Thiede et al [29], using 40 (xg of total RNA and a 
481 bp antisense cRNA probe, corresponding to a 151 
to 631 bp fragment of the coding region of the rat PTH/ 
PTHrP receptor gene, cloned into the PCR-II plasmid 
(Invitrogen, Groningen, The Netherlands). An antisense 
cRNA probe corresponding to a 115 bp fragment of the 
human 28S rRNA gene (Ambion, Austin, TX, USA) was 
used as an internal standard. Antisense cRNA probes 
were 3Z P-labeled and hybridized to total RNA from each 
sample in 80% formamide, 40 mmol/L piperazine-N,N'- 
bis(2-ethanosulfonic acid), pH 6.7, and 400 mmol/L NaCl, 
at 55°C overnight. Samples were sequentially treated 
with RNase A (40 (xg/mL), RNase Tl (2 |xg/mL), and 
proteinase K (60 |xg/mL). RNA hybrids were then phe- 
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Fig. 5. PTH/PTHrP receptor in the rat kidney following folic acid 
injury. Total RNA was isolated from the kidney of folic acid-treated 
01 -untreated nils at different lime periods. (A) Auloradiogram showing 
the analysis of the PTH/PTHrP receptor mRNA, and 28S mRNA as a 
constitutive control, using RNasc protection assay, (/i) Dcnsitometric 
analysis of changes in the P I 1 1 P I I IrP receptor mRNA levels, corrected 
to those of 2<SS mRNA. induced by folic acid. Results are mean ' SI'M 
corresponding to three different total RNA pools each obtained from 
five different animals per group. */> ■" 0.05: ** P < 0.01 compared with 
control (100%); 7' : 0.02 compared with the value at six hours. 1A. 
folic acid; C, control. 

nol/chloroform extracted, followed by ethanol precipita- 
tion. Protected fragments were fractionated on 6.5% 
polyacrilamide/7 mol/L urea sequencing gels and ana- 
lyzed by autoradiography. Values obtained after densito- 
metry scanning of the PTH/PTHrP receptor bands were 
normalized against those of the corresponding 28S band. 

PTHrP assay 

Parathyroid hormone-related protein in rat plasma 
and NRK 52E cell-conditioned medium was measured by 
an immunoradiometric assay, using affinity-purified rabbit 
antisera against rat and human PTHrP (1-36) as signal 
and capture antibodies, with a sensitivity of 1 pmol/L [30]. 



The cell-conditioned medium was freeze dried and then 
tenfold concentrated in assay buffer before assay. 

Statistical analysis 

Results are expressed as mean ± SEM throughout 
the text. Statistical analysis was performed by either the 
Kruskal-Wallis test or Mann- Whitney test, when appro- 
priate. P < 0.05 was considered significant. 

RESULTS 

Changes in renal function after folic acid injection 

The mean values for plasma creatinine and BUN in 
folic acid-injected animals were significantly increased 
at one hour, peaked at 24 hours, and plateaued up to 
day 6, decreasing thereafter, as compared with the corre- 
sponding mean values in vehicle-treated animals (Fig. 
1). At day 10 after folic acid administration, rat plasma 
creatinine and BUN levels reached the corresponding 
values in the control rats (Fig. 1). 

Changes in renal morphology after folic acid-induced 
acute injury 

Histological examination of rat kidney tissue samples 
indicates that at one hour after folic acid injection, the 
renal cortex showed tubular distention, and folic acid 
precipitation presented as yellowish casts in the renal 
medulla. At six hours following folic acid administration, 
tubular dilation was a consistent finding, and edema and 
yellowish casts also were observed in the proximal tu- 
bules. At this time period, the tubular epithelium began 
to become thinner, showing cells coming off from the 
basal membrane into the lumen, and even some tubules 
were fragmented (Fig. 2). In addition, occasionally at 
this time period, folic acid deposition was evident in the 
glomerular mesangium. Moreover, yellowish casts were 
present in both the urinary space and the glomerular 
capillary tufts, which were clearly dilated (Fig. 2). At 24 
hours, folic acid deposits were only present in tubules 
of the renal medulla, while no such deposits could be 
observed at 48 hours. Ten days after folic acid-induced 
injury, some tissue disorganization, including edema and 
tubular dilation, was still evident. 

Increase of renal PTHrP expression following folic 
acid injury 

Using semiquantitative RT-PCR, we found that PTHrP 
mRNA in the rat kidney was rapidly (1 hour) and maxi- 
mally increased after folic acid injection, being threefold 
over that of vehicle-treated rats, decreasing after six hours 
(Fig. 3A). This response pattern was similar to that ob- 
served with the protooncogene c-fos mRNA in these 
animals (Fig. 3B). 

Furthermore, immunohistochemistry was performed 
to assess the sites of PTHrP changes in the rat kidney. 
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Fig. 6. Renal lubular cell proliferation fol- 
lowing folic acid injury. I Lihulat cell prolifera- 
tion in the kidney of folic acid-treated and 
-untreated rats at different time periods was 
evaluated by immunohistochemislry using a 
PCNA antibody. Staining in tubule cell nuclei 
in either a folic acid-treated (/I) or a vehicle- 
treated rat (B) at 24 hours. Magnification X100. 



At 72 hours after folic acid treatment, when renal function 
was maximally decreased, an increased PTHrP staining 
in the renal cortex was found (Fig. 4 A, B). The corre- 
sponding score values in the renal tubules and glomeruli 
were as follows: 2.5 ± 0.2 and 1.7 ± 0.1 compared with 
control rats (1.5 ± 0.1 and 1.0 ± 0.1, respectively, P = 
0.03); meanwhile, at day 10, when renal function had 
normalized, these score values were not different from 
those in the controls (1.9 ± 0.2 and 0.9 ± 0.3, respectively, 
N= 5). 

The renal PTH/PTHrP receptor decreases after folic 
acid injury 

The PTH/PTHrP receptor mRNA was found to de- 
crease in association with the decrease in renal function 



in the rat kidney after folic acid administration, according 
to the RNase protection assay (Fig. 5) and RT-PCR 
(data not shown). Furthermore, PTH/PTHrP receptor 
immunostaining, which was present in both basolateral 
and luminal membranes in the renal cortical tubules of 
control rats, dramatically decreased at 72 hours following 
folic acid treatment (Fig. 4 C, D). 

PTHrP increases renal tubular cell proliferation 
following folic acid injury 

Folic acid was found to induce an increase in the num- 
ber of proliferating renal tubular cells, which was dra- 
matic between 24 and 72 hours and no longer present 
at 10 days following folic acid injection (Fig. 6). This 
tubular cell hyperplasia was not accompanied by an in- 
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Fig. 6 (Continued). (C) Score values are 
mean ± SEM of four to six animals at each 
time period. */' •"' 0.025 compared with value 
at six hours. "P < 0.05 compared with value 
at 240 hours. 



Table 1. Plasma immunoreaclive 1*11 111' ( 1-36) at 30 minutes after 
subcutaneous injection of PTHrP (1-36) 







Concentration 


Condition 


body weight 


pmolll. 


FA 




<l-2 


FA+ PTHrP 


50 


27 ±10 


FA+ PTHrP 


3 


30 ±9 


FA+ PTHrP 


0.3 


10 ' 2 



Data are mean ± SEM of 6-8 rats. Abbreviations are: PTHrP, parathyroid 
hormone-related protein; FA, folic acid. 



creased renal hypertrophy. Thus, the protein content of 
the rat kidney at 24 and 72 hours after folic acid treat- 
ment was (g/g), 0.6 ± 0.1, and 0.7 ± 0.1 compared with 
0.5 ±0.1 (control, N = 5), respectively. 

To investigate the relationship between the increase 
of PTHrP in the rat kidney and renal hyperplasia induced 
by folic acid, PTHrP (1-36) was administered into rats 
shortly after folic acid injection. This peptide, at the doses 
used, was rapidly absorbed and present in rat plasma 
after its subcutaneous injection (Table 1), consistent with 
previous findings in humans [20]. A single administration 
of either 3 or 50 |Jig/kg body weight, but not 0.3 |xg/kg, 
of PTHrP (1-36) into these animals significantly increased 
the number of PCNA-positive tubular cells at 24 hours 
after folic acid injection (Fig. 7A). In contrast, at this time 
period, PTHrP (1-36) administration did not significantly 
increase PCNA immunostaining in the glomerulus in 
these animals: 0.8 ± 0.4 and 0.6 ± 0.3 positive cells per 
glomerulus in folic acid-injected rats, untreated or treated 



with 50 |xg/kg PTHrP (1-36), respectively (N = 5). This 
effect of exogenously administered PTHrP (1-36) on tu- 
bular proliferation was associated with a significant de- 
crease in PTHrP mRNA (Fig. 7B). On the other hand, 
this mitogenic effect of PTHrP (1-36) was not associated 
with significant changes in either plasma calcium (data 
not shown) or renal function (Table 2). Moreover, no 
significant correlation was found between tubular cell 
proliferation and either plasma creatinine or BUN at 
24 hours following folic acid injection and PTHrP (1-36) 
(3 or 50 fig/kg) treatment [r = 0.30, P = 0.229 (plasma 
creatinine) or r = 0.23, P = 0.328 (BUN), N = 20]. 

Renal expression of ACE and preproET-1 in rats with 
folic acid injury 

Angiotensin-converting enzyme mRNA increased two- 
fold in the kidney of folic acid-injected rats at 24 hours, 
when renal function was maximally decreased, compared 
with vehicle-treated controls (Fig. 8). Exogenous admin- 
istration of PTHrP (1-36), in contrast to its tubular prolif- 
erative effect, was not shown to affect this increased 
ACE mRNA significantly within the same time frame 
in these animals (Fig. 8). On the other hand, preproET-1 
mRNA did not change after either folic acid or PTHrP 
(1-36) treatments in these rats (Fig. 8A). 

Ang II immunoreactivity in the kidney of 
folic acid-injured rats 

Ang II immunoreactivity was also localized in the rat 
kidney before and after folic acid injection. In vehicle- 
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by PCNA staining P and PTHrP mRNA was 
analyzed by RT-PCR. (A) Staining score val- 
ues are mean ± SEM of six rats. *P < 0.01; 
°P < 0.05 compared with FA alone. b P < 0.05; 
**P < 0.05. com p;i led with v;il ues correspond- 
ing to FA and either PTHrP (1-36) at 0.3 or 
50 |xp/ke bodywt. respectively. ( II) Represen- 
tative results of two different pools of total 
RNA from three different animals in each case. 
GAPDH mRNA is shown a 
control. FA, folic acid. 



Table 2. Plasma creatinine and blood urea nitrogen (BUN) in 
vehicle (control)- and folic acid (FAMreated rats, with or without 
parathyroid hormone -related protein (PTHrP) (1-36), at 24 hours 



Condition 


b^ 8 


Creatinine 

mg/ 


BUN 

iL 


Control 




0.5 ±0.03 


15 ±1 


FA 




2.0±0.2 a 


80±9 a 


Control + PTHrP 


50 


0.5 ±0.01 


13 ±1 


FA+ PTHrP 


50 


2.5 ± 0.3 b 


96 ±7" 


FA+ PTHrP 


3 


2.4 ± 0.4 b 


Ul±8 b 


FA+ PTHrP 


0.3 


1.7 ± 0.3 b 


105 ± 15 b 



Data represent mean ± SEM of 6 animals per g 

'P < 0.01, relative to control value 

*P < O.Of, relative to control + PTHrP value 



injected animals, Ang II immunostaining was found in 
the cytoplasm of tubular cells, which was prominent in 
the brush border (Fig. 9B). At 24 hours following folic 
acid injection, intense Ang II positivity was mainly local- 
ized into tubular cell nuclei (Fig. 9C). 

Role of PTHrP on folic acid-induced injury in renal 
epithelial cells 

To explore the mitogenic effect of PTHrP on renal 
tubular cells in folic acid-treated rats further, we used the 
rat renal epithelial cells, NRK 52E. These cells express 
PTHrP and the PTH/PTHrP receptor (Fig. 10A). Treat- 
ment of these cells with 10 mmol/T folic acid stimulated 
PTHrP mRNA expression, representing twofold over 
that of vehicle-treated cells at six hours (Fig. 10). In 
addition, PTHrP immunoreactivity in the cell-condi- 
tioned medium in the presence of folic acid for 24 hours 
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was 0.9 ± 0.2 fmol/mg cell protein, while it was undetect- 
able in vehicle-treated medium for the same time period. 
On the other hand, 10 mmol/L folic acid failed to affect 
the PTH/PTHrP receptor mRNA within the same time 
frame (Fig. 10A). 

The presence of two different anti-PTHrP antibodies 
in the cell-conditioned medium significantly reduced the 
cell number after 48 hours (Fig. 11). Moreover, the addition 
of 10 mmol/L folic acid to NRK 52E cells for the same 
time period induced a decrease in the cell number, which 
was significantly lower in the presence of the anti-PTHrP 
antibodies but not nonimmune rabbit IgG (Fig. 11). 

DISCUSSION 

Parathyroid hormone-related protein and/or the PTH/ 
PTHrP receptor are present in the adult kidney in vari- 
ous nephron sites, including proximal, distal, and collect- 
ing tubules, the glomerular podocytes, and also in the 
intrarenal arterial tree and the macula densa [1, 3, 4, 31, 
32]. In the kidney, PTHrP appears to affect glomerular 
function by both its direct interaction with the contracting- 
relaxing capabilities of glomerular mesangial cells and 



through its potent vasodilatory effect [3, 7, 9, 10]. In addi- 
tion, in vitro studies have demonstrated that this factor is 
mitogenic for various renal cells, including mesangial 
cells, distal tubule-like cells, and proximal tubule cells 
[4, 10-13]. Renal PTHrP expression increases in vivo in 
rats during the recovery phase after ischemic injury and 
also in rats with chronic renal failure [4, 14, 15]. 

The recovery of renal function after nephrotoxic or 
ischemic acute renal failure requires the repair of the 
damaged renal tubular epithelium, which is apparently 
dependent on the local production of several growth 
factors and cytokines [33, 34]. Recent in vitro findings 
suggest an emerging role for PTHrP in the process of 
renal regeneration following renal ischemia [13]. The 
present study evaluated the possible involvement of 
PTHrP in the intense renal tubular hyperplasia following 
acute renal injury induced by folic acid [16-18]. PTHrP 
was rapidly and transiently increased in the kidney of 
folic acid-injected rats. Moreover, PTHrP immunostain- 
ing increased in both tubules and glomeruli, associated 
with the maximal decrease of renal function following 
folic acid injection. In the renal ischemia model, using 
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Fij>. 9. Immiin<isl;iiiiiii» lor angiotensin II (Anj> II) in (he kidney of 
folic acid (FA)-injurcd rals. Kidney sections of representative FA- 
treated ((') or - untreated (A and H) rats, showing Any. II immunolocali- 
/ation (IS and ('). Angiotensin II stainiiH' was mainly present in the 
luminal membranes of cortical tubules in the kidney cortex of control 
rats (H). In contrast. Ane II positivity was predominantly associated 
with renal tubule cell nuclei in the kidney of FA-treated rats (C). Similar 
find in pis were observed in at least lour different animals per croup. 
Negative control without primary antibody (A). Magnifications X200 
(A) and X100 (B and C). 



an anti-PTHrP antibody with a similar specificity to that 
of the antibody used herein, a dramatic increase in tubu- 
lar, but not in glomerular, PTHrP staining was found in 
the rat kidney during the recovery phase after ischemia 



d folic acid in ARF 

[4]. These different results regarding glomerular PTHrP 
staining in both models of acute renal injury might be 
explained by differences in either antibody affinities or 
the immunohistochemical technique used in both stud- 
ies. However, these findings also suggest that different 
underlying mechanisms mediate the glomerular response 
in these two animal models of acute renal damage. In 
this regard, putative glomerular damage associated with 
the observed folic acid deposits in the glomerulus could 
be responsible for the increased glomerular PTHrP stain- 
ing in rats with folic acid injury. Our findings indicate 
that these deposits, which had previously been reported 
to occur only in the renal tubules, can also occur in the 
glomerulus. Furthermore, in this segment, some dilated 
capillaries were observed near the yellowish folic acid 
deposits in the mesangium, suggesting folic acid deposi- 
tion in the capillary lumen, which would affect renal 
microcirculation. 

The present study found, to our knowledge for the 
first time, an up-regulation of ACE mRNA in the kidney 
of folic acid-treated rats. Interestingly, intense Ang II 
immunostaining was localized mainly in the nuclei of 
renal tubular cells in these animals. In this regard, ACE 
and/or Ang II immunoreactivity previously have been 
found in the cell nucleus in several tissues, including the 
kidney [35-37]. In one of these studies, an Ang II- 
induced nuclear targeting of the Ang II subtype 1 (AT^ 
receptor has been demonstrated in rat neurons, which 
possibly is related to the chronic neuromodulatory ef- 
fects of Ang II [37]. Whether such a mechanism has a 
putative role in the folic acid-injured kidney is presently 
unknown. 

We found that the PTH/PTHrP receptor, both its 
mRNA expression and immunostaining, dramatically 
decreased in the rat kidney associated with folic acid- 
induced renal injury. The changes in PTHrP and the 
PTH/PTHrP receptor as found herein are consistent with, 
but opposite to, those reported for other growth factors 
and their receptors, such as for epidermal growth factor 
and hepatocyte growth factor (HGF), which have a role 
in the renal regenerative process in this model of acute 
renal failure [33, 34]. Down-regulation of the PTH/PTHrP 
receptor, as found in the present study, has been reported 
to occur in other models of renal injury associated with 
increased renal PTHrP [4, 15]. In this regard, PTH treat- 
ment has been shown to decrease PTH binding and PTH- 
stimulated cAMP accumulation in renal cells both in 
vitro and in vivo [38-40]. Moreover, the increase in renal 
Ang II in folic acid-injected animals also could down- 
regulate the PTH/PTHrP receptor, as occurs in vascular 
smooth muscle cells [41]. Indeed, there is evidence sug- 
gesting the existence of PTHrP receptors other than the 
PTH/PTHrP receptor in different tissues and in the kid- 
ney [1, 10, 28, 42]. On the other hand, PTHrP and/or 
the PTH/PTHrP receptor can be internalized into the 
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Fig. 10. Effect of folic acid on parathyroid hromone-related protein 
(PTHrP) and the PTH/PTHrP receptor mRNA in NRK 52E cells. Cells 
were serum-depleted for 24 hours before the addition of 10 mmol/L 
folic acid for different time periods. (A) Autoradiograms showing the 
analysis of PTHrP and the PTH/PTHrP receptor mRNA and GAPDH 
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Fig. 11. Effect of folic acid and different anti-PTHrP antibodies on 
NRK 521 coll number. Suhconlluent colls wore incubated for 48 hours 
in serum-depleted medium with or without 10 mmol/L folic acid in the 
presence or absence of either ant i- P I 1 1 1 P antiserum (7 or (43 or 
nonimmunogenic rabbit Ig( I at , s |xg nil . I hen. \ iable cells were counted 
in a hemocytometer. Values are mean ± SEM of results in three to six 
different cell cultures in triplicate. */' 0.01 compared with antibody- 
untreated (basal) control value: **/' : 0.01 compared with the folic 
acid-treated basal value. 



nucleus in several cell types, including renal cells [43-45]. 
Clarification of the possible relevance of these mecha- 
nisms for the renal effects of PTHrP awaits further 
studies. 

The PTHrP mRNA up-regulalion in Ihe kidney of folic 
acid-injured rats was found to precede the associated 
increased proliferation in renal tubular cells. In this re- 
gard, a recent study has demonstrated that both HGF 
and its c-met receptor gene expression show a similar 
response pattern in this rat model of acute renal injury 
[34]. However, opposite to the increased PTHrP immu- 
nostaining found herein, a decrease in HGF protein lev- 
els was observed in the kidney of rats with folic acid 
injury [34]. The results of this study indicate that the 
renal increase of c-met, which appears to be modulated 
by various cytokines, appears to be a mechanism partici- 
pating in the process of renal regeneration in this model 
[34]. Thus, the possibility exists that PTHrP interacts 
with this and perhaps other growth factor receptors in 
renal cells to modulate the renal regenerative response 
induced by folic acid acute injury. 

In the present study, a single dose (3 or 50 ixg/kg) of 
exogenously administered PTHrP (1-36) shortly after 
folic acid injection significantly increased the number of 



mRNA as a constitutive control, using RT-PCR. (B) Changes in PTHrP 
mRNA levels, corrected to those of GAPDH mRNA, in cells exposed 
to folic acid. Results are mean ± SEM of values obtained with total 
RNA isolated and pooled from three different culture wells in three 
different cell cultures. *P < 0.05 compared with control (100%). FA, 
folic acid. 
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PCNA-stained tubular cells at 24 hours, following a peak 
of PTHrP in plasma. This new finding demonstrates that 
PTHrP displays mitogenic features for renal tubular cells 
in vivo. On the other hand, exogenous PTHrP had no 
effect on the time frame for the recovery of renal func- 
tion in these rats after folic acid injury. In fact, we found 
that the decreased renal function did not correlate with 
tubular cell growth in folic acid-injected rats, treated or 
not with PTHrP (1-36). It is hypothesized that changes 
in the renal microvasculature associated with folic acid 
injury overshadows any putative beneficial effects of 
PTHrP on renal function following the PTHrP-induced 
increase in tubular growth in this animal model. More- 
over, the changes in Ang II as found herein might trigger 
an additional deleterious effect on the renal microcircu- 
lation in this animal model of acute renal failure. Further 
studies are needed to test this hypothesis. Our present 
study also found that PTHrP (1-36) administered in vivo 
at a dose triggering the renal tubular proliferative effect 
decreased renal PTHrP mRNA in folic acid-treated rats. 
This suggests that homologous down-regulation would 
affect both PTHrP and the PTH/PTHrP receptor expres- 
sion in renal tissue. 

Previous data support the notion that folic acid might 
induce direct nephrotoxic effects despite its obstructive 
effects in the renal tubules [18]. Thus, we examined the 
possible effects of folic acid on the expression of both 
PTHrP and the PTH/PTHrP receptor and on renal tubu- 
lar cell growth in renal epithelial cells in vitro. We found 
that 10 mmol/L folic acid stimulated PTHrP mRNA in 
rat NRK 52E cells within a time frame similar to that 
observed in folic acid-treated rats and that it also in- 
creased PTHrP levels in the cell-conditioned medium. 
In contrast, the levels of the PTH/PTHrP receptor 
mRNA in these cells were unchanged by folic acid over 
the same time period. Consistent with this finding, post- 
transcriptional events have been shown to be the main 
mechanisms for this receptor desensitization in another 
renal cell line [39]. We found that folic acid decreased 
the cell number, but this decrease was lower in the pres- 
ence of anti-PTHrP antibodies in the cell-conditioned 
medium, suggesting that endogenous PTHrP can coun- 
teract in part the antiproliferative effect of folic acid in 
these cells. Interestingly, and similar to previous findings 
in other tubular cell preparations [11-13], this autocrine 
effect of PTHrP also was found to affect normal NRK 
52E cell growth. 

In summary, the present study found that renal PTHrP 
was rapidly and transiently increased in rats with folic 
acid-induced acute renal failure, featuring an early gene 
response. These findings demonstrate that the exogenous 
administration of PTHrP (1-36) increases tubular cell 
proliferation after folic acid injury. Moreover, folic acid, 
in a similar manner to that in vivo, directly stimulates 
PTHrP mRNA expression in rat renal epithelial cells in 



vitro, which affects the growth of these cells. Our results 
support the notion that PTHrP plays a role in the regen- 
erative process following acute renal injury induced by 
folic acid. These findings also lend support to the hypoth- 
esis that PTHrP up-regulation is a common event associ- 
ated with renal injury and repair. In addition, our findings 
suggest that the renin-angiotensin system could partici- 
pate in the mechanisms responsible for the altered renal 
function in this model. 

ACKNOWLEDGMENTS 

This work was supported in part by grants from Fondo de Investiga- 
cion Sanitaria of Spa in ( 1 IS 'Hi 1 107 ). Programa Sectorial de Promocion 
General del Conoeimiento from the Spanish Ministeriode liducacion 
y Cultura (PM 97/85 and PB98-0700-C02-01 and -02), Consejeria de 
Education de la Comunidad Autonoma de Madrid (CAM 08.6/0038./ 
2000), and Hospal, S.A. (Barcelona, Spain). We thank A.F. Stewart, 
M.D., A. Gartia-Ocana, Ph.D., and F. de Miguel, Ph.D. (Department of 
Endocrinology, University of Pittsburgh, PA, USA) for the following: 
providing us with technical know-how and with the PTFf/PTFfrP recep- 
tor plasmid to perform the RNase protection assay in our laboratory 
and performing the PTHrP assay. We are also grateful to A. Valtn, 
Ph.D., for performing R I'-PCR for c-los gene amplification. S. Santos 
and R. Largo are fellows of the Spanish Ministerio de F.ducacion y 
Cultura. Reproduction of Figures 2 and 4 in color was supported by 
the Spanish Ministry of Science and Technology. 

Reprint requests to Pedro lishrit, Ph.D., Laboratorio de Metaholismo 
Mineral y Oseo. I'nidad de Investigacion, I'nndtieion Jimenez Diaz, 
Avda. Reyes Catolicos 2, 28040 Madrid, Spain. 
E-mail: pesbrit@fjd.es 

REFERENCES 

1. Philbrick WM, Wysolmerski J J, Galbralth S, et at Defining the 
roles of parathyroid hormone -related protein in normal physiology. 
Physiol Rev 76:127-173, 1996 

2. Aya K, Tanaka H, Ichinose Y, et ah Expression of parathyroid 
hormone-related peptide messenger ribonucleic acid in developing 
kidney. Kidney Int 55:1696-1703, 1999 

3. Massfelder T, Stewart AF, Endlich K, et ah. Parathyroid hor- 
mone-related protein detection and interaction with NO and cyclic 
AMP in the renovascular system. Kidney hit 50:1591 1003. 19% 

4. Soifer NE, Van Why SK, Ganz MB, et ah. Expression of parathy- 
roid hormone -related protein in the rat glomerulus and tubule 
during recovery from renal ischemia. J Clin Invest 92:2850 2857. 
1993 

5. Massfelder T, FrASCHr-TAESCH N, Stewart AF, FfELwrG J-J: Para- 
thyroid hormone -tela ted peptide: A smooth muscle tone and pro- 
liferation regulatory protein. Curr Opin Nephrol Hypertens 7:27- 
32,1998 

6. Maeda S, Sutliff RL, Qtan J, et ah. Targeted overexpression of 
parathyroid hormone-related protein (PTIIrP) to vascular smooth 
muscle in transgenic mice lowers blood pressure and alters vascular 
contractility. Endocrinology 140:1815-1825, 1999 

7. Mvsst ti der T. ParI'KH \. I '.xni t< n K. et ah 1 licet of intrarenally 
infused parathyroid hormone-related protein on renal blood flow 
and glomerular filtration rate in the anaesthetized rat. Br J Pharma- 
col 118:1995-2000, 1996 

8. Saussine C, Massfelder T, Parntn F. et ah. Renin stimulating 
properties of parathyroid hormone -related peptide in the isolated 
perfused rat kidney. Kidney Int 44:764-773, 1993 

9. Bosch RJ, RoDRrGUEZ-PuroL D, Bover J, RoDRrouEZ-PuroL M: 
Parathyroid hormone -related protein: Roles in the glomerulus. 
Exp Nephrol 7:212-216, 1999 

10. Bosch RJ, Rojo-Linares P, Torri < it t \s-( \s \\i \yor G, et ah. Ef- 
fects i if para tin roid hormone-related protein on human mesangial 
cells in culture. Am J Physiol 277:E990-E995, 1999 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (e) - Page 14 of 14 



Santos et at PTHrP and folic acid in ARF 995 



11. De Miguel F, Garcia-Canero R, Esbrit P: Copurification of cal- 
cium transport-stimulating and I >NA <\ nthesis-stimulating agents 
with parathormone -like acli\it\ isolated from the hvpercalcemic 
strain of the Walker 256 tumor. Eur J Cancer 27:1022-1026, 1991 

12. Garcia-Ocana A, De Miguel F, Penaranda C, et at Parathyroid 
hormone -related protein is an autocrine modulatoi ol rabbit pn >xi- 
mal tubule cell growth. / Bone Miner Res 10:1875-1884, 1995 

13. Garcia-Ocana A, Galbraith SC, Van Why SK, et at Expression 
and role of parathyroid hormone-related protein in human renal 
proximal tubule cells during recovery from ATP depletion. J Am 
Soc Nephrol 10:238 244. 1999 

14. Garcia-Ocana A, Gomez-Casero E, Penaranda C, et at Cyclo- 
sporin increases renal parathyroid hormone-related protein ex- 
pression in vivo in the rat. Transplantation 65:860-863, 1998 

15. I.akoo R. C ioMi-./.-C iAKKk I). Sanjos S. c/ til: Renal expression of 
parathyroid hormone-related protein (PTHrP) and PTH/PTHrP 
receptor in a rat model of tubulointerstitial damage. Kidney Int 
55:82-90, 1999 

16. Schubert GE: Folic acid-induced acute renal failure in the rat: 
Morphological studies. Kidney Int 10(Suppl 6):S46-S50, 1976 

17. Klinger EL, Evan AP, Anderson RE: Folic acid-induced renal 
injury and repair. Arch Pathol Lab Med 104:87-93. 1980 

18. Fink M, Henry M, Tange JD: Experimental folic acid nephropa- 
thy. Pathology 19:143-149, 1987 

19. Esbrit P, Egido J: The emerging role of parathyroid hormone- 
related protein as a renal regulating factor. Nephrol Dial Transplant 
15:1109-1126, 2000 

20. Henry JG, Mitnick M, Dann PR. Stewart AF: Parathyroid hor- 
mone-related protein-(l-36) is biologically active when adminis- 
tered subeulaneoush to humans. ./ ( tin Endocrinol .Uriah 82:900 
906, 1997 

21. Stewart F, Cain RL, Burr DB. et at Six-month daily administra- 
tion of parathyroid hormone and parathyroid hormone-related 
protein peptides to adult ovariectomized rats markedly enhances 
bonemassand biomcchanical properties: A comparison of human 
parathyroid hormone 1-34, parathyroid hormone-related protein 
1-36, and SDZ-parathyroid hormone 893. J Bone Miner Res 
15:1517-1525, 2000 

22. Bradford M: A rapid and sensitive method for the quantification 
of microgram quantities of protein utilizing the principle of protein- 
dye binding. Anal Biochem 72:248-254, 1976 

23. EsBRrr P, Benltez-Verguizas J, De Miguel F, et at Characteriza- 
tion of parathyroid hormone/parathyroid hormone-related protein 
receptor and signaling in hypercalcemic Walker 256 tumor cells. 
/ Endocrinol 166:11-20, 2000 

24. Ramirez C, Olmo A, O'Valle F, et at Role of intrarenal endo- 
thclin 1. endothclin 3, and angiotensin II expression in chronic 
cyclosporin A nephroloxicilx. in rats. Exp Sephrol 8:161 172. 2000 

25. Wot i (1, 1 1 \mann A, I Ian DC. el til: I cptin stimulates proliferation 
and TGF-p expression in renal glomerular endothelial cells: Poten- 
tial role in glomerulosclerosis.' Kidney Int 56:860-872, 1999 

26. Wnonwooi) CIS. SiiiWARi PM: Transcriptional regulation of \'a 
K-ATPase by corticosteroids. g|yc> rrhelinie acid and second mes- 
senger pathways in rat kidney epithelial cells. ./ Mol Endocrinol 
93-103, 1995 

27. Rui/.-OkiI'.oa VI. Busios ('. Pi s/ \ .1.1. Homo .1: ( )vcrexprcssion 
of extracellular matrix proteins in renal tubulointerstitial cells by 
platelet-activating-factor stimulation. Nephrol Dial Transplant 
13:886-892, 1998 

28. Valin A, Garcia-Ocana A, De Miguel F, et at. Antiproliferative 
effect of the C-terminal fragments of parathyroid hormone -related 



protein. PTHrP-(107-lll) and (107-139), on osteoblastic osteosar- 
coma cells. / Cell Physiol 170:209-215, 1997 

29. Thiede M, Daifotis A, Weir E, et at Intrauterine occupancy con- 
trols expression of the parathyroid hormone-related peptide gene 
in pre-term rat myometrium." I'ror Null Acad Sri USA 87:6969 
6973, 1990 

30. Plawner LL, Philbrick WM, Burtis WJ, et at Cell type -specific 
secretion of parathyroid hormone-related protein via the regulated 
versus the constitutive secreton pathway . ,/ Mol ( 'hem 270: 14078 
14084, 1995 

31. Yang T, Hassan S, Huang YG, et at Expression of PTHrP, PTH/ 
PTHrP receptor, and Ca(2 I )-sensing receptor mRNAs along the 
rat nephron. Am .1 Physiol 272:1 75 l' 1 758. 1997 

32. I i.i. K. Brown 1). I kin a P. ri til: Localization of parathyroid 
hormone/parathyroid hormone -related peptide receptor mRNA 
in kidney. Am J Physiol 270F186-F191, 1996 

33. Humes HD, Lake EW, Liu S: Renal tubule cell repair following 
acute renal injun. Miner Electrolyte Melah 21:353 365. 1995 

34. Liu Y, Tolbert EM, Lin L, et at Up-regulation of hepatocyte 
growth factor receptor: An amplification and targeting mechanism 
for hepatocyte growth factor action in acute renal failure. Kidney 
Int 55:442-453, 1999 

35. Bruneval P, Hinglais N, Alhenc-Gelas F, et at Angiotensin 1 
converting enzyme in human intestine and kidnev : Ultrastructural 
immunohistochemical localization. Histochemistry 85:73 80. 1986 

36. Erdmann B, Fuxe K, Ganten D: Subcellular localization of angio- 
tensin 11 immunoreactivity in the rat cerebellar cortex. Hyperten- 
sion 28:818-824, 1996 

37. Lu D, Yang H, Shaw G, Raizada MK: Angiotensin II-induced 
targeting of the angiotensin t\ pe 1 (ATI) receptor in brain neurons. 
Endocrinology 139:365-375, 1998 

38. Ahou-Samra A-B.GomsMrm PK.Xu I.Y, et at. Down-regulation 
of parathx roid hormone ( I'l l I ) I'l l Lrelated peptide receptor im- 
munoreacth it\ and P I I I binding in opossum kidney cells by PI 1 1 
and dexamethasone. Endocrinology 135:2588-2594, 1994 

39. Urena P, Iida -Klein A, Kong X-F, et at. Regulation of parathyroid 
hormone (PTH)/PTH-related peptide receptor messenger ribo- 
nucleic acid by glucocorticoids and PTH in ROS 17/2.8 and OK 
cells. Endocrinology 134:451-456, 1994 

40. Mahoney CA, Nissenson RA: Canine renal receptors for parathy- 
roid hormone: Down-regulation in vivo by exogenous parathyroid 
hormone. J Clin Invest 72:411-421, 1983 

41. Okano K, Wu S, Huang X, et at. Parathyroid hormone (PTH)/ 
PTH-related protein (PTHrP) receptor and its messenger ribo- 
nucleic acid in rat aortic vascular smooth muscle cells and UMR 
osteoblast-like cells: Cell-specific regulation by angiotensin-11 and 
PTHrP. Endocrinology 135:1093-1099, 1994 

42. Join hi A-S. 1 i hn \ n i j i s I. I t km h ( t. et at I Expression of alterna- 
tively spliced isolorms of the parathyroid hormone (PTH)/PTH- 
related peptide receptor messenger RXA in human kidney and 
bone cells. Mol Endocrinol 10:1066-1076, 1996 

43. Henderson JE, Amizuka N, Warshawsky H, et at Nucleolar 
localization of parathyroid hormone -related peptide enhances sur- 
vival of chondrocytes under conditions that promote apoptotic cell 
death. Mol Cell Biol 15:4064-4075, 1995 

44. Massfelder T, Dann P, Wu TL, et at Opposing mitogenic and 
anti-mitogenic actions of parathyroid hormone -related protein in 
vascular smooth muscle cells: A critical role for nuclear targeting. 
Proc Natl Acad Sci USA 94:13630-13635, 1997 

45. Watson PH, Fraher LJ, Hendy GN, et at. Nuclear localization 
of the type 1 PTH/PTHrP receptor in rat tissues. / Bone Miner 
Res 15:1033-1044, 2000 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (f) - Page 1 of 4 



>6~860$03.00/0 

Tha^ki antation 

Copyright © 1998 by Williams & 



Transplantation 8 



BRIEF COMMUNICATION 



CYCLOSPORINS INCREASES RENAL PARATHYROID HORMONE- 
RELATED PROTEIN EXPRESSION IN VIVO IN THE RAT 1 



Adolfo Garcia-Ocana, Elena Gomez-Case: 



«ianda, Jose Luis Sarasa, and 
Pedro EsBRrr 



Research I 



nd Departm 



z Diaz, 28040 Madrid, Spain 



Background. Clinical usu of eyclosporine (CsA) is 
limited by its known nephrotoxicity. Parathyroid hor- 
mone (PTH)-related protein (PTHrP) increases after 
acute renal ischemia and stimulates proliferation of 
renal cells in culture. Herein, we have examined 
whether the renal expression (if PTHrP and its PTH/ 
PTHrP receptor is affected by chronic CsA nephrotox- 
icity. 

Methods. Rats were randomly assigned to receive 
daily intramuscular injections of either CsA (25 mg/kg) 
or the same volume of the vehicle olive oil i control) for 
3 weeks. At this time interval, under ether anesthesia, 
rat blood and kidneys were obtained for analytical 
determinations, and total RNA isolation or immuno- 
histochemistry, respectively. 

Results. Serum urea was 11 ±2 and 6±1 mmol/L 
(P<0.01» in CsA-troated and control rats, respectively. 
We found that PTH/PTHrP receptor mRNA was un- 
changed, but PTHrP mRNA, and also transforming 
growth factor-/!. mRNA expression as positive control, 
was about twofold increased in the kidney of CsA- 
treated rats. This was accompanied by increased 
PTHrP umiiiuiostaimng in renal cortical tubules, as- 
sociated with tubule vacuolation. 

Conclusion. This study demonstrates an tip-regula- 
tion of PTHrP, associated with chronic CsA-induced 
nephrotoxicity. Our findings support a role for PTHrP 
in the CsA-injured kidney. 

The fungal peptide eyclosporine !CsA ; ; has proven to be a 
powerful tool in the prevention of allograft rejection. How- 
ever, clinical use of CsA is limited by its unpredictable neph- 
mtuviutv the p ttli.iph r t i I i in I S nil 

tiidie indicate th a A i ] 1 i -m iv i a Ui 
ptegimi i nilai 1 i i i i ' i i i ii i r I i l n h\ 

the CsA-induced increase of vasoactive grow'th lacfurs "1. 2i. 
hi idditn !,< ni ipi i id i 1 1 'tins i C- * „n , I 
iaial tuhnle ceils in culture emud amvribtae in the mecha- 
nism of 1 ui il.u 'uui > i 1 \ ti • i - n ' - 

1 Tim study was supported in part, by a grant from the Spanish 
t ') > In Ii i i i i ^ n n i I- i i li "i 

* Address corruspondena to P l#hi 'h.D i . irch Unit, Fun- 
daeion Jimenez Di /, V Id itc i- c m i a, 28040 Madrid, Spain. 

* Abbreviations CsA closj m GAPDH, glycer aldehyde 

| 1 1 i i c i i i i -V ii ;i thyroid hut PT1 h'P 

parathyroid i l 1 i III 1 i t f .inscription 

[io[ in, i - in, i lei 1(1 i ^ 1 in mowch tsetor. 



Parathyroid i a i i i ' I I hue rotem >THr P was 
originally iuri.fi.od ("run tun >rs associate! vith hyperealee 
mia and is now known to be (he main factor responsible for 
the latter paraneoplastic syndrome PTHrP is also present i n 
a variety uf normai tissues, including the kidney, where it. 
appears to affect cell growth ami/or ceil differentiation in an 
auto paracrine fashion (4), In the kidney, the physiological 
role of PTHrP is unclear, but it has recently been, shown to 
stimulate growth in rat mesangial cells and rabbit proximal 
lobule celis to, G'i. Interestingly, the mitogenic effect of 
PTHrP in the latter cells occurs in subcontinent but not in, 
confluent cell cultures >(>!. Moreover, PTHrP increases in the 
rat renal tubule during the recovery phase after acute renal 
ischemia (5). Thus, PTHrP could, be produced as a general 

In this study, we have investigated the expression, of 
PTPIrP and its PTPI/PTHrP receptor in the kidney of CsA- 
treated rats. We have also examined the renal expression of 
transforming growth factor (TGF)-jS,, which is known to in- 
crease in rats with CsA-induced nephrotoxicity (7), 

The experiments were carried out on male Wistar rats (250 
an, which were divided into two groups. Six rats received 
daily intramuscular injections of CsA (Sandimmune, San doz, 
Basel, Switzerland) (25 mg/kg body weight), and another six 
■litiirals were injected with an equivalent volume of the olive 
oil vehicle, for up to 3 weeks. One day before and at the end 
oi' the experimental period of study, the rats were put into 
metabolic cages and were deprived of food for 18 to 22 hr but 
allowed tree access to tap water. Then, the animals were 
i -!"->! I -loo " e t d, i >, rdi mcfure mder ether 
anesthesia, and excreted urine was collected. Serum and 
urine creatinine and serum urea were determined by 

t ii - 3 h ) i n i n D tP ,nt '\ il i i eluii | IK l A 
in whole blood was measure:'; by mamuicTl .loreseenc.e (Abbot, 
Germany). 

Statistical a. i | > t i mi lb n utedstu 
dent's t test, and. F<0.Q5 was considered significant. 

II- the 3-week treatment i mi I t i i in body weight 
i < ti i i ti , ii i h ui - l bp i t the 
control group of anirnais. Creatinine and urea in serum were 
significantly higher (71-9 umoPL and llcc2 mmol/L, respec- 
t - v ,n i m inn . i i u i i iwer (0.24+0.04 ml/ 
min/100 g body weight) in the CsA-treated group compared 
with the control group (58 ±9 /xmol/L [P<0.05], 6+1 mmol/L 
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Figure i. PTHrP -At, TOF-i-p .Ri. and PTTPPTPrP rerepaor pa 

mRNA i <po ict in * I I mm i n a, I n i 1 1 n I 
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M p-mercaptoethanol, and total RNA was isolated. RT was 
carried out with Moloney murine leukemia virus reverse 
transcriptase (Pharmacia, Uppsala, Sweden) at 37°C for 1 nr. 
Resulting cDNA was then subjected to submaximal 
PCR amplification with Tag DNA polymerase (BIOTAQ, 
Bioline, London, UK) in a reaction mixture (with .1 t xCi of 
l» (' -\' ..n 1 hi ,i h -pqiu , ^pieilR manure "> T< i 
("AC 5 CGGAGA( ' TGGTTCAG-3' and 
CCCAAA-3' (PTHrP); 5'-ACGTG( 
and 5 ' - C AA CTCTTC CTCTGTG AGC 

r 1 p • ft i , . i \i< ( t.< < 1,, u.tn 

G C C C At." C ATC ATGTTG ■ r, (TGP-b\ as noshive control); and 
5'-TCCTGCACCACCAACTGCTTA-3' and 5'-ACCACCCT- 
i lllri li \( (1 i i 1j 1 1 1 Id dehydro- 
genase [GAPDH! as a constitutive control). The PGR prod- 
ucts were separated on 5% polyaerylamide gels and 
quantified by densitometric scanning after exposure to radi- 
osensitive tlini. The PCR amplifhaiion products were ana- 
lyzed for authenticity by restriction enzyme digestion and/or 
sequencing. 

As shown in Figure 1, expression of both PTHrP mRNA 

uii K 1 . t nilt\l\ ^ r n ni, . .1 u j. Lldn.'i .ill or IweeU 

of treatment with CsA. The amount of PTHrP mRNA and 
that of TGF-jSj mRNA, expressed as a ratio over that of 
GAPDH, which was similar in CsA-treated and -untreated 
rats (not shown), were about twofold higher than those of 



■ul a 



Pi; 



Our observation of an increased TGF-/3 t gene expression in 
the whole rat kidney after CsA treatment is consistent with 
recent findings in rodents treated with a CsA dose similar to 
that used in the present study (7, 9). These studies support 
the current concept that TGF-J3, a multifunctional cytokine 
with cell growth inhibitory and fibrogenic features (10), is 
involved in the immunosuppressive and nephrotoxic effects 
of CsA. 

We also assessed whether the in< reasei.1 renal expression of 
PTHrP mRNA was accompanied by an increase of the pro- 
tein . 

Paraffin-embedded tissue sections (5 urn) were incubated 
with 5 pig/ml affinity purified anti-PTHrP antibody Ab-2 
(Oncogene Science, Uniondale, NY), recognizing the se- 
quence (34-53) of human and rat PTHrP, and subsequently 



respectively). Whale blood CsA was 2250+806 jitg/L at the 
end of treatment with CsA, whereas it was undetectable in 
the blood of rats in (he contra! group. Systolic blood pressure 
was not tested in oar reoeiianrn ■ inured- llu.v. .< i pre- 
vious studies did not find significant changes in ihi., param- 
eter after more prolonged treatment with the same CsA nose 
as used in the present study ' A 

To determine whether PTHrP ant: the PTH/PTHrP recep- 
tor are overexpressed in the kidney of CsA-treated rats, we 
used semiquantitative reverse t ranscript ion -polymerase 
chain t . . t ' 1 .'i i i 1 - u i u i L 1 1 . i i - 

At the end of the experimental treatment, under ether 
UK the i In l it idi . |il d .hp i- p 1 id 

bulb red la pil T ' re [am -an, J red t li 

frozen immedia i in liquid nitrogen oi i night in 
10% formalin a :u\ embedded in paraffin. 

Whole rat kidney tissue was homogenized with a glaf 




i i hi. 1 mat and '1 rein ding control. 



spond to the latter ratio values for PTHrP ana TGF-pg, and for t 
PTHrP -R, respectively. * P<0,0i, ** P<0.05 eoi i jred with the li 
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immunostained by the avidin-biotia-peroxidase complex vehicle-treated rats revealed weak and diffuse cytoplasmic 
method (II). Sections were routinely counterstained with tubular staining (Fig. 3A). On light microscopic examination, 
hematoxylin and oosin. kidneys from CsA-treated rats showed tubule dilatation with 
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intensely for PTHrP (Fig. 3B). 
also observed in the vascular sj 
tissue section, and it was simil; 
control animals. Omission, of the 
no staining. 

These chatiui in -< n i i ■ 
likely to be explained by a lower 
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e tre; 



similar to that used in the present study, 
mental design including or not pair-fed cor 
The mechanisms responsible for the in v 
of renal PTHrP by CsA in i ikiiov- i J% 



experi 



i up-reguiation 
m i- t ii L 

peptide! rdothelm is bee] bo to b, im .dated , < \ 
in proximal tubule cells (12). Endothelin and TGF- 6 induce 
PT.iJ.rP mlvNA in ral aortic smooth muscle cells ana h-.ur.an 
myometrial cells, respectively (4), Therefore, these mecha- 
nisms might contribute to the in vivo stimulation of PTHrP 
in the renal tissue by CsA, 

A previous study has show o an overexpressioa of PTHrP in 
proximal tubule cells during the repair process after acute 
renal ischemia (5). In light of the growth effects of PTHrP in 
various kidney cell types (5, 6), the latter results and those of 
this study of a model of chronic nephrotoxicity, taken to- 
gether, support the concept that PTHrP could play a regula- 
tory role during renal regeneration. 

In our study, we could not detect any effect of CsA on 
PTHrP immunostaining in renal arterioles, when present in 
the kidney sections. However, we cannot rule out the possi- 
bility that vascular production of PTHrP is increased in this 
situation, due to the relatively low sensitivity of the immu- 
nohistochemical technique. Considering the vasorelaxant ef- 
fect of PTHrP (13), its increase in the kidney might modulate 
the vessel contractility associated with CsA-induced nephro- 
toxicity, 

PTH/PTHrP receptor mRNA in the kidney from GsA- 
treated rats was unchanged compared with that of the con- 
trol gioup T'V 1 and 11 l'TH 1 ' fill T 1 > i i - ] >t( i \ 'iso- 
lation associated with an increased PTHrP has boon shown 



to occur in other systems, 
recovery after acute reiu 
PTHrP receptor mRNA in 
nephi 



ial < 



fl'Clil 



,s fourfold ii 



rat kidney in vivo by chronic 
ias ,-,ut,e-', a mukipie tunc- 



mRNA and protein le 
treatment with CsA. 
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Animal Model 

Humoral Hypercalcemia of Malignancy 

Severe Combined Immunodeficient/Beige Mouse Model of 
Adult T-Cell Lymphoma Independent of Human T-Cell 
Lymphotropic Virus Type-1 Tax Expression 



Virgile Richard,* Michael D. Lairmore,* 
Patrick L. Green,* Gerald Feuer, 1 " Robert S. Erbe,* 
Bjorn Albrecht,* Celine D'Souza,* Evan T. Keller* 
Jinlu Dai* and Thomas J. Rosol* 
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the Department of Microbiology and Immunology} State 
University of New York Upstate Medical University, Syracuse, New 
York; and the Unit for Laboratory Animal Medicine and 
Department of Pathology} School of Medicine and Institute for 
Gerontology, University of Michigan. Ann Arbor. Michigan 



The majority of patients with adult T-cell leukemia/ 
lymphoma (ATL) resulting from human T-cell lym- 
photropic virus type-1 (HTLV-1) infection develop hu- 
moral hypercalcemia of malignancy (HHM). We used 
an animal model using severe combined immunode- 
ficient (SCID)/beige mice to study the pathogenesis of 
HHM. SCID/beige mice were inoculated intraperitone- 
ally with a human ATL line (RV-ATL) and were eutha- 
nized 20 to 32 days after inoculation. SCID/beige mice 
with engrafted RV-ATL cells developed lymphoma in 
the mesentery, liver, thymus, lungs, and spleen. The 
lymphomas stained positively for human CD45RO 
surface receptor and normal mouse lymphocytes 
stained negatively confirming the human origin of 
the tumors. The ATL cells were immunohistochemi- 
cally positive for parathyroid hormone- related pro- 
tein (PTHrP). In addition, PTHrP mRNA was highly 
expressed in lymphomas when compared to MT-2 
cells (HTLV-l-positive cell line). Mice with lymphoma 
developed severe hypercalcemia. Plasma PTHrP con- 
centrations were markedly increased in mice with 
hypercalcemia, and correlated with the increase in 
plasma calcium concentrations. Bone densitometry 
and histomorphometry in lymphoma-bearing mice 
revealed significant bone loss because of a marked 
increase in osteoclastic bone resorption. RV-ATL cells 



contained 1.5 HTLV-1 proviral copies of the tax gene 
as determined by quantitative real-time polymerase 
chain reaction (PCR). However, tax expression was 
not detected by Western blot or reverse transcriptase 
(RT)-PCR in RV-ATL cells, which suggests that factors 
other than Tax are modulators of PTHrP gene expres- 
sion. The SCID/beige mouse model mimics HHM as it 
occurs in ATL patients , and will be useful to investi- 
gate the regulation of PTHrP expression by ATL cells 
in vivo. (Am J Pathol 2001, 158:2219-2228) 



Humoral hypercalcemia of malignancy (HHM) is an im- 
portant paraneoplastic syndrome occurring in humans 
with a wide variety of cancers. 1 Parathyroid hormone- 
related protein (PTHrP) was originally isolated from spe- 
cific tumors as the primary cause of HHM 2 and is over- 
expressed by many types of neoplasms. 3 PTHrP is a 
polypeptide hormone discovered in 1987 and is structur- 
ally similar to parathyroid hormone (PTH). 4 ~ 6 Amino-ter- 
minal peptides of PTHrP have been shown to exert PTH- 
like actions in bone and kidney by binding to a common 
receptor for PTH/PTHrP (PTH-1 receptor) and resulting in 
hypercalcemia. 7-9 The primary mechanism for bone loss 
and hypercalcemia in patients with lymphoma is in- 
creased osteoclastic bone resorption induced by hu- 
moral mediators produced by neoplastic cells. 10 It has 
been demonstrated that expression of PTHrP mRNA in 
both humans and animals correlates well with the occur- 
rence of hypercalcemia and hypercalcemia in tumor- 
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bearing animals is corrected by a neutralizing antibody to 
PTHrP. 11 ' 12 

Adult T-cell leukemia/lymphoma (ATL) is an aggressive 
and often fatal malignancy of helper/inducer T lymphocytes 
(CD4) caused by infection with a complex retrovirus, human 
T-cell lymphotropic virus type 1 (HTLV-1). 13,14 Hypercalce- 
mia is frequently observed in ATL patients and represents a 
life-threatening complication of this disease. 15 The virus 
contains, in addition to gag, pol, and env genes, a regu- 
latory gene region (pX) that encodes several proteins 
from four open reading frames, including Tax. 16,17 Tax is 
a40-kd nuclear-localizing phosphoprotein that increases 
viral transcription from the HTLV-1 LTR, as well as many 
cellular genes including interleukin (IL)-2, IL-2 receptor 
(IL-2R) a chain, 18 and PTHrP. 19 It also has been reported 
that Tax transactivates the PTHrP gene promoter in 
vitro. 20 In contrast, little is known about regulation of the 
PTHrP gene in HTLV-1 lymphoma cells in vivo. Moreover, 
very low levels of tax mRNA are present in ATL cells in 
vivo. 21:Z2 Thus, factors other than Tax are likely respon- 
sible for transcription of the PTHrP gene in ATL cells in 
vivo. ATL cells from patients can secrete other humoral 
factors such as IL-1j8, 23 transforming growth factor-/3 
(TGF-j3), 24 and tumor necrosis factor-j3 (TNF-j3). 25 These 
cytokines have been shown to induce bone resorption in 
humans. 1 Moreover, IL-2 increases PTHrP production 
and secretion in HTLV-1 -infected T cells 26,27 In addition, 
PTHrP and IL-6 act synergistically in the development of 
hypercalcemia in patients with hematological malignan- 
cies 28 Other cytokines, such as TGF-/3, TNF-a, and IL-1, 
up-regulate PTHrP gene expression in a variety of non- 
lymphoid cell lines and tissues. 29,30 Nevertheless, little is 
known about their action on PTHrP expression in HTLV- 
1 -infected lymphocytes. 

We have previously reported development of lym- 
phoma in severe combined immunodeficient (SCID) mice 
inoculated with peripheral blood lymphocytes from ATL 
patients 31 However, SCID/beige (bg) mice were chosen 
in the present study because they previously have been 
shown to have a greater efficiency for xenografting neo- 
plastic human lymphoid tissue in comparison with SCID 
mice. SCID/bg mice lack natural killer (NK) cell activity 
and have macrophage defects in addition to lack of 
functional B and T lymphocytes. 

There is little new information on the pathogenesis of 
HHM in humans because of the lack of relevant in vivo 
models. We have demonstrated that ATL cells develop 
lymphoma in SCID/beige mice, and animals conse- 
quently develop HHM as observed in human patients. 
This new model will permit mechanistic studies on the 
interrelationships between cytokines and PTHrP in the 
pathogenesis of HHM. 



Materials and Methods 

Animals and ATL Cell Inoculation 

Immunodeficient SCID/bg (C.B-17/lcrCrl-scid-bgBR) 
mice (Charles River Laboratories, Inc., Wilmington, MA) 
were maintained under specific pathogen-free conditions 



in the animal facility of the College of Veterinary Medicine 
at The Ohio State University (Columbus, Ohio). Male mice 
(5 weeks-of-age) were used as recipients, anesthetized 
withxylazine-ketamine, and injected intraperitoneally with 
4 X 10 7 RV-ATL cells suspended in RPMI 1640 medium. 
Controls were inoculated with medium alone. The source 
of the RV-ATL cell line was previously described. 32 

Histology and Immunohistochemistry 

Animals from the early control group (animals C1 to C7) 
and early ATL group (animals L1 to L7, L26, and L28) 
were sacrificed at day 20. Animals from late control group 
(animals C8 to C14) and late ATL group (animals L8 to 
L25, L27, L29, L30, and L31) were sacrificed between 
days 29 and 32 after inoculation. A complete necropsy 
was performed on each animal. Heart, lungs, thymus, 
kidneys, liver, stomach, small intestine, colon, mesentery, 
liver, spleen, vertebrae, and pancreas were fixed imme- 
diately after removal from the sacrificed animals in 10% 
neutral-buffered formalin, embedded in paraffin, cut into 
5-/xm-thick sections, and stained with hematoxylin and 
eosin. Immunohistochemistry was performed on paraffin 
sections with the following primary antibodies: polyclonal 
rabbit anti-PTHrP (PTHrP amino acids 34 to 53) (1:100, 
Ab-2, Oncogene Research Products, Cambridge, MA), 
and monoclonal mouse anti-CD45RO (1:100; DAKO, 
Carpinteria, CA). Visualization was achieved using an 
avidin-biotin complex (Pierce, Rockford, IL), color devel- 
opment with diaminobenzidine (Research genetics, 
Huntsville, AL), and hematoxylin counterstain. Negative 
control slides were stained with omission of the primary 
antibody. Normal human skin sections served as positive 
controls. 

Measurement of Plasma Calcium and PTHrP 
Concentrations 

Calcium and PTHrP concentrations were measured in 
early control (C2 to C7) and late control (C8 to C14) 
animals, as well as, in lymphoma-bearing animals from 
early ATL (L1, L3 to L5, L7, L26, and L28), and late ATL 
(L14, L15, L17, L20, L21, L23, L25, L27, and L29 to L31) 
groups. Blood was obtained from the femoral artery at 
necropsy. Ionized calcium concentrations were mea- 
sured with a Nova 8 electrolyte/chemistry analyzer (Nova 
Biomedical, Waltham, MA). Total calcium concentrations 
were measured by colorimetric assay (Sigma Chemical 
Co., St. Louis, MO). Plasma PTHrP concentrations were 
determined by a two-site immunoradiometric assay (Dia- 
Sorin, Stillwater, MN) specific for the PTHrP N-terminal 
region (amino acids 1 to 40) and mid-region (amino acids 
57 to 80). 

Bone Histomorphometry and Mineral 
Densitometry 

Lumbar vertebrae were collected and fixed in 10% neu- 
tral-buffered formalin for 24 hours at 4°C, decalcified in 
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10% ethylenediaminetetraacetic acid (pH 7.4) at 4°C, 
dehydrated in graded series of ethanol for 5 days at 4°C, 
infiltrated in two changes of glycol methacrylate (Poly- 
sciences Inc., Warrington, PA) for 10 days at 4°C, and 
embedded in glycol methacrylate at 4°C. Sections were 
cut at 5 /Aim, histochemically stained for tartrate-resistant 
acid phosphatase (Sigma Co.), and counterstained with 
hematoxylin. Histomorphometry of bones was completed 
in mice with lymphoma from early ATL (L1 , L3 to L5, L7, 
and L26) and late ATL (L8, L11, L12, L13, L14, L15, L17, 
L19, L20, L23, L27, and L29 to L31) groups, as well as, 
age-matched control mice (C1 to C3, C5, C7, C8, and 
C10 to C14) with Bioquant Nova Image Analysis Software 
(R&M Biometrics Inc., Nashville, TN). Measurement of 
osteoclastic bone resorption was completed on trabecu- 
lar bone and osteoclasts were identified as cells lining 
trabecular bone that stained intensely fuchsia for tartrate- 
resistant acid phosphatase. Measurements included total 
bone area, trabecular bone area and perimeter, oste- 
oclast number/mm trabecular bone, and percent oste- 
oclast perimeter. 

Bone mineral density (BMD) was measured in early 
control (C1 to C7), late control (C8 to C14), early ATL (L1 , 
L3 to L5, and L7), and late ATL (L8 to L15, L17, L19 to 
L21, L23, and L25) groups using dual-energy X-ray ab- 
sorptiometry on an Eclipse peripheral Dexa Scanner 
(Norland, Ft. Atkinson, Wl) using research software. To 
measure femoral BMD, the right femur was excised from 
soft tissue and placed on the scanner in lateral position. 
The femur was scanned at 5 mm/s with a resolution of 0.1 
mm x 0.1 mm. Total femoral BMD was determined in a 
window that encompassed the entire femur. Distal me- 
taphyseal BMD was measured in a window that origi- 
nated 0.25-cm proximal from the distal epiphysis and 
extended proximally for 0.25 cm. 



Northern Blot Analysis of PTHrP Expression 

Mesenteric lymphomas were snap-frozen in liquid nitro- 
gen. Total RNA was isolated using TRizol (Life Technol- 
ogies, Inc., Grand Island, NY). Total RNA (40 fxg) was 
separated on a 1.2% agarose-formaldehyde gel, trans- 
ferred to Duralon UV membranes (Stratagene, La Jolla, 
CA), and crosslinked using a UV Stratalinker 1800 (Strat- 
agene). The membranes were hybridized for 3 hours at 
68°C with a 32 P-dATP-labeled probe for human PTHrP 
(clone 661). 33 The membranes were exposed to Kodak 
X-OMAT AR film (Kodak, Rochester, NY) for 24 hours at 
-80°C for autoradiography. 



HTLV-1 Provirus Copy Number in RV-ATL Cells 

Genomic DNA from cells was obtained using the Qiamp 
Blood Kit (Qiagen, Valencia, CA). Genomic DNA (50 ng) 
was amplified using a Roche Molecular Biochemicals 
Light Cycler in triplicate samples (Roche Molecular Bio- 
chemicals, Indianapolis, IN). Amplification was per- 
formed in the presence of 4 mmol/L of MgCI 2 using 
primer pairs specific for the tax (670/671) and gag 
(SG166/SG296) genes 34 of HTLV-1. Cycling conditions 



were as follows: 2 minutes at 94°C for denaturation, and 
60 cycles of 94°C for 1 second, 55°C for 1 second, and 
72°C for 10 seconds. After the last amplification cycle, a 
melting curve analysis was performed to determine the 
specificity of the PCR reaction. Proviral copy number was 
determined using a standard curve obtained by amplifi- 
cation of a serially diluted plasmid (ACH) representing an 
infectious molecular clone of HTLV-1 35 or StylA28 that 
contains a 588-bp fragment of the gag gene 36 

Western Blot Analysis of HTLV-1 Gene 
Products 

Approximately 1 X 10 7 RV-ATL cells were collected by 
peritoneal lavage from lymphoma-bearing SCID/bg mice. 
Other HTLV-1 infected and noninfected cells (MT-2, HT1- 
RV, Jurkat, and SLB-1 cell lines) were maintained in 
culture in RPM1 1640 medium supplemented with 10% 
fetal bovine serum. Cells were lysed (0.15 mmol/L NaCI, 
10 mmol/L sodium pyrophosphate, 10 mmol/L ethyl- 
ei iedi amineteti n a : etic a - id 1 0 mmol/L NaF 0.5% deoxy- 
cholate, 50 mmol/L Tris, pH 8.0, 0.1% sodium dodecyl 
sulfate, 10% glycerol, 1% Nonidet P-40) on ice for 10 
minutes. Cell lysates were centrifuged at 17,000 x g for 
10 minutes at 4°C. Lysate protein concentrations were 
determined using the BioRad (Hercules, CA) microassay. 
Equivalent amounts of protein (40 /tg) were mixed with 
2x sample buffer (0.08 mol/L Tris-HCI, pH 6.8, 2% so- 
dium dodecyl sulfate, 0.1 mol/L dithiothreitol, 10% glyc- 
erol, 0.1% bromophenol blue). The samples were boiled 
for 3 minutes and separated on a 10% sodium dodecyl 
sulfate-polyacrylamide gel. The proteins were transferred 
to a nitrocellulose membrane (BA-79; Schleicher & 
Schull, Keene, NH) for 2 hours at 40 V. The membrane 
was washed three times with TBS-T (9% NaCI, 0.1 mol/L 
Tris base, 0.1% Tween 20, pH 7.2) and blocked in a 5% 
powdered milk/TBS-T solution overnight at 4°C. The 
membrane was washed three times and incubated with 
rabbit polyclonal anti-Tax (1 :500; AIDS Reagent Program, 
Rockville, MD), mouse monoclonal anti-p19 (1:100; Zep- 
toMetrix Corporation, Buffalo, NY), mouse monoclonal 
anti-p24 (1:100; Genzyme Corporation, Cambridge, MA), 
and mouse monoclonal anti-gp46 (1:500) 37 overnight at 
4°C. The membrane was washed three times with TBS-T, 
and incubated with rabbit horseradish peroxidase-la- 
beled secondary antibody (Amersham Pharmacia, Pisca- 
taway, NJ) for 1 hour. After a final wash with TBS-T, the 
HTLV-1 proteins were detected by enhanced chemilumi- 
nescence detection reagents (Amersham Pharmacia) and 
developed on BioMax MR Film (Kodak, Rochester, NY). 

RT-PCR for HTLV- 1 Tax/Rex RNA 

Total cellular RNA was extracted from 729, HT1-RV, 
SLB-1, MT-2 cells, and from xenografted RV-ATL cells 
using the Tri Reagent (Molecular Research Center Inc., 
Cincinnati, OH) procedure 38 All RNA was digested three 
times with RNase-free DNase (Boehringer Mannheim, In- 
dianapolis, IN), precipitated, and quantified by absor- 
bance at 260 and 280 nm. Approximately 600 ng of RNA 
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Table I. Gross Pathology and Histopathology in SCID/bg Mice Xenografted with Human ATL Cells 



Group 



i Splenomegaly enlargement mineralization Mesentery Spleen 



hymns I lings I Suno 



Early Lmyphoma 7/9 

(day 20) 
Late lymphoma 19/22 

(day 29 to 32) 
Total 26/31 



19/22 
26/31 



17/22 
20/31 



1 3/22 
13/31 



was amplified by a coupled primer extension-30 cycle 
PCR reaction containing HTLV-1 -specific oligonucleotide 
primer pairs. The coupled primer extension-PCR reaction 
(50 /xl) contained RNA, 0.25 mmol/L deoxynucleoside 
triphosphates, 50 mmol/L KCL, 10 mmol/L Tris (pH 8.0), 
1.5 mmol/L MgCI 2 , 0.01% gelatin, 100 ng 3' (antisense) 
oligonucleotide, 50 ng 5' (sense) oligonucleotide end- 
labeled with T4 DNA kinase to a specific activity of ~2 x 
10 8 cpm//j,g, and 2.5 U of Taq DNA polymerase (Pro- 
mega, Madison, Wl) in the presence ( + ) or absence (-) 
of 5 U of murine leukemia virus reverse transcriptase 
(Amersham Pharmacia). The reaction was performed in a 
Perkin Elmer thermal cycle 9600: 65°C for 10 minutes, 
50°C for 8 minutes, and 95°C for 5 minutes followed by 30 
cycles of 95°C for 1 minute, 55°C for 2 minutes, and 72°C 
for 2 minutes. PCR-amplified products were separated on 
a 6% polyacrylamide gel and visualized by autoradiog- 
raphy. The sequence of the HTLV-1 -specific oligonucle- 
otides were; LA79 HTLV-1-5' GTC CAA ACC CTG GGA 
AGT GG 3'; LA78 HTLV-1-5' CCA GTG GAT CCC GTG 
GAG AT 3'. The primer pair was designed to amplify 
spliced tax/rex-specific RNA (117 bp). A second primer 
pair (670/671) was used, as previously described 39 , to 
amplify a region of the tax/rex gene, but it also detects all 
species (spliced and nonspliced) of viral RNA (159 bp). 

Statistical Analysis 

Numerical data were expressed as means ± SD. Statis- 
tical differences between means for the different groups 
were evaluated with Instat 3.01 (GraphPAD software) 
using one-way analysis of variance, Bonferroni multiple 
comparisons test, and paired f-test with the level of sig- 
nificance at P < 0.05. Correlation coefficients were de- 
termined by linear regression. 



Results 

Xenografted ATL Cells Grow in SCID/bg Mice 

ATL cells inoculated intraperitoneal^ into 5-week-old 
SCID/bg mice produced diffuse lymphoma in the mes- 
entery of 84% (26 of 31) of the mice between 20 to 32 
days after inoculation (Table 1). At necropsy, mice in the 
early ATL group (day 20) had mild to moderate ascites (3 
to 4 ml) containing a suspension of ATL cells recovered 
by abdominal lavage. Small tumors were present at the 
root of the mesentery in 78% (7 of 9) of the animals 
sacrificed. Eighty-six percent (19 of 22) of the animals 



necropsied between day 28 and day 32 after inoculation 
had severe ascites and larger tumors in the mesentery 
that extended to the pelvic cavity. In addition, 47% of the 
lymphoma-bearing mice (9 of 19) in the late ATL group 
had mild to marked white striations on the right ventricular 
epicardium (mineralization). Mild to marked splenomeg- 
aly was present in 35% (11 of 31) of the mice inoculated 
with ATL cells. The thymus was 5 to 10 times larger than 
controls in 2 of 22 mice in the late ATL group. 



Histopathology 

Microscopic evaluation (Table 1) of mice inoculated with 
ATL cells revealed lymphoma in the mesentery (26 of 31), 
thymus (20 of 31), liver (17 of 31), spleen (8 of 31), lungs 
(2 of 31), and bone marrow (5 of 31) in both early and late 
ATL groups. In the mesentery, spleen (Figure 1j), and 
thymus (Figure 1i), ATL cells formed large solid sheets or 
nodules replacing most of the normal tissue. In the liver 
lymphoma was limited to the hilus region of the hepatic 
lobes, and was interpreted to be a direct extension of the 
mesenteric neoplasm. In the lungs, ATL cells formed 
large peribronchial cuffs (Figure 1h). Sixty-eight percent 
of the late ATL mice (13 of 19) had mild to marked 
mineralization in the epicardium of the right ventricle. 



Plasma Concentrations of Calcium and PTHrP 

Lymphoma-bearing mice in the late ATL group had a 
statistically significant (P < 0.001) increase in both ion- 
ized (6.7 ± 1.0 mg/dl) and total (15.8 ± 2.8 mg/dl) 
calcium concentrations compared to control mice (4.9 ± 
0.2 and 8.7 ± 0.4 mg/dl, respectively) (Figure 2). Total 
plasma calcium concentrations were as great as 19.7 
mg/dl in the SCID/bg mice engrafted with RV-ATL cells. A 
slight increase in calcium concentrations was observed 
in early ATL mice (day 20) when compared to age- 
matched control mice, although the difference was not 
statistically significant. Plasma PTHrP concentrations 
(Figure 3) were markedly increased in mice with lym- 
phoma (12 to 140 pmol/L compared to <1.5 pmol/L in 
control mice). A strong positive correlation between 
plasma total calcium and PTHrP concentrations was 
present in SCID/bg mice engrafted with RV-ATL cells 
from both early (r = 0.85, P < 0.001) and late ATL (r = 
0.90, P < 0.001) groups, respectively. 
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Figui 

engrafted with RV ATI, cells had significantly CP < 0 
ionized calcium levels than controls ' t> ~ I 0 re," 
calcium levels were also significantly (P < 0.001) higl 
SCID/bg mice (15.8 ± 2.8) in comparison to age-mat 
0.4). Total calcium levels were not statistically different 
(9.4 ± 0.3) and lymphoma (10.5 ± 1.0) mice. Bars in 



PTHrP mRNA and Protein Expression by 
Xenografted RV-ATL Cells 

Northern blot analysis revealed that RV-ATL cells forming 
mesenteric lymphoma in SCID/bg mice expressed PTHrP 
mRNA at very high levels (see Figure 5A). PTHrP mRNA 
expression in RV-ATL cells was greater than MT-2 cells, a 
well-established HTLV-1 -infected cell line, that has been 
reported to secrete PTHrP 40 and was greater than SCC 
2/88 cells, a squamous carcinoma cell line, that ex- 
presses PTHrP mRNA 41 No PTHrP mRNA was detect- 
able by Northern blot analysis in normal human periph- 
eral blood lymphocytes, Jurkat cells, and HT1-RV, a cell 
line immortalized in vitro by superinfection of RV-ATL cells 
with HTLV-1. PTHrP protein expression in RV-ATL cells 
xenografted in SCID/bg mice was evaluated by immuno- 
histochemistry. The RV-ATL cells xenografted in the mes- 
entery (Figure 1a), liver, spleen, and thymus of the lym- 
phoma-bearing SCID/bg mice were strongly positive for 
PTHrP protein. PTHrP protein was identified both in the 
cytoplasm and the nucleus of the RV-ATL cells. The 




Figure 3. Plasma PTHrP ( 1-80) con 
K mphoma mice had markedly mc 
11 9 and i->1.3 = 41.8. respectively) in 
«1.5). Bars indicate means. 



Figure 4. Femoral liMIl'mg una KM I > was significantly ( P < 0.001) lower 
in late lymphoma SCID/bg mice (0.0 18 ' ().()()(>) in comparison to age- 
inatcliecl controls '0 059 ' 0 005 i HMD was not statistic ally different he 
tweet i (0.051 ' 0.005) mice. 



cytoplasmic:nuclear ratio of PTHrP immunohistochemical 
staining was —4:1 based on histological examination of 
200 positive RV-ATL cells. Other HTLV-1 cell lines were 
not examined immunohistochemically for PTHrP. 

BMD and Histomorphometry 

Femur BMD was significantly decreased (P < 0.001) in 
the late ATL group when compared with the control mice, 
whereas there was no significant difference observed 
between early ATL and control mice (Figure 4). Also, the 
late control group mice had a significant increase (P < 
0.01) in BMD when compared to early control group 
mice. PTHrP concentrations and BMD were strongly neg- 
atively correlated (r = -0.93, P < 0.005). In addition, 
there was no significant difference (paired f-test, P = 
0.90) in the BMD of the late ATL animals with bone 
marrow infiltration by lymphoma cells (n = 5) when com- 
pared to mice without bone marrow lymphoma (n = 9). 

To examine osteoclastic bone resorption in this model, 
bone histomorphometric analysis was performed (Figure 
6). Total bone volume (trabecular and cortical) was sig- 
nificantly decreased in both early (P < 0.05) and late ATL 
(P < 0.001) mice when compared to age-matched con- 
trols. There was no significant difference in percent tra- 
becular bone volume. In contrast, osteoclastic bone re- 
sorption, percent osteoclast surface on trabeculae and 
number of osteoc lasts/mm of trabecular bone, were in- 
creased two to fourfold in both early and late ATL-bearing 
SCID/bg mice in comparison to age-matched controls 
(P< 0.001). 

Immunophenotypic Characterization of RV-ATL 
Cells 

Analysis of cell surface antigens of the xenografted RV- 
ATL cells by flow cytometry revealed that CD4 and CD25 
were expressed in 98 and 91% of the cells, respectively. 
CD3 and CD8 antigen expression was absent in 100% of 
the cells. Cell surface antigen expression in RV-ATL cells 
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hi' K\ Ml' liein l,xe Nc'lh bg mice (L13 to L25> in the late ATI 

group in companson to HT1-RV and MT-2 cells. Squamous cell carcinoma 
2 88 line (SCO served as positive control. Jurkat (Jrk) and normal human 
I .. HI .li.i il I >li " h I K im|iIkk \u ". -.d\rd .1-. ik <',.i live controls B: Western blot 
for HTLV-1 Tax expression Tax (40 kd) was not detected in xenografted 
lvmphoma (RVATL) In comparison, Tax was highly expressed in other 
HTLV-l-lymphoma cell lines tested (Hutl02, SLB-1, HT1-RV, and MT2). Tax 
also was detected as a fusion protein with ;.;p io ' m kd i in HutlCC and MT2 
. . II . |,n k ii . . II .. |,ii k i -.d-ved as the negative control. C: RT-PCR for HTLV-1 
mRNA expression in RV-ATL cells. Top: HTLV-1 total RNA (159 bp) was not 
detected in RV-ATL cells with o"0 6^1 primers. HTLV-1 total RNA was 
detected in other HTLV-1 cell lines tested (SLB-1, HT-1RV, and MT-2). 
\> ■•. 1 1 r. ' ■ f ' 1 1 ii i' 1 1 ( ' >i r .r .i , -< I ' il "M'cclls Itoltom: 1 )oiibl\ splurd'lax Kc\ 
(11" bp) also was not detected in RV-ATL cells with LA78/LA79 primers. 
Tax Rex was detected in SLB-1, HT-1RV, and MT-2. Negative control con- 
sisted of 729 B cells 



was consistent with that observed in human patients with 
ATL, and indicates expansion of CD4 + cells expressing 
high levels of IL-2Ra (CD25). Immunohistochemical phe- 
notyping of xenografted RV-ATL cells demonstrated cell 
surface expression of CD45RO (an antigen expressed in 
most human thymocytes and mature activated T cells) in 
lymphoma of the mesentery (Figure 1e) and the thymus. 
Whereas there was absence of CD45RO expression in 
the spleen and thymus of control SCID/bg mice confirm- 
ing the human origin of the lymphoma (Figure 1f). 

HTLV-1 Provirus Copy Number and Tax 
Expression in Xenografted RV-ATL Cells 

To accurately determine the number of integrated viral 
genomes in the RV-ATL and HT1-RV cell lines we per- 
formed quantitative real-time PCR. The RV-ATL line had 
1.5 copies of provirus. The HT1-RV cell line, which was 
created by superinfection of the RV-ATL line with HTLV-1 , 
had —10 copies per cell. By Western blot analysis, RV- 
ATL cells did not express Tax (Figure 5B) or any struc- 
tural HTLV-1 proteins, p19, p24, or gp46. Furthermore, 
tax/rex doubly spliced or total viral mRNA was not de- 



tected by RT-PCR (Figure 5C). The oligonucleotides 
primers, LA78/LA79 and 670/671, designed to amplify 
doubly spliced tax/rex RNA or all species of viral RNA, 
respectively, did not detect any expression of tax. In 
contrast, as demonstrated by Western blot analysis, HT1- 
RV, MT-2 and SLB-1 cells expressed high levels of Tax, 
p19, p24, and gp46. RT-PCR also demonstrated tax/rex 
mRNA in all three lines with the oligonucleotide primers. 



Discussion 

We report the establishment of a model of human T-cell 
lymphoma and HHM in SCID/bg mice with leukemic cells 
from a patient with HTLV-1 -induced ATL. The primary 
ATL cells xenografted into SCID/bg mice maintained their 
morphological, immunohistochemical, and molecular 
features. In addition, xenografted ATL cells in SCID/bg 
mice induced hypercalcemia by secretion of PTHrP, 
which stimulated osteoclastic bone resorption. 

SCID mice have been used as xenograft recipients for 
a variety of human neoplastic cells including hematolog- 
ical malignancies 32 ' 42 ~ 46 The scid mutation was first de- 
scribed in 1983 in C.B-17 mice 47 and is associated with 
a disrupted gene that encodes a DNA-dependent protein 
kinase, identified as Prkdc, 43 which is involved in immu- 
noglobulin and T-cell receptor gene rearrangement. The 
mutation prevents T- and B-lymphocyte maturation. De- 
spite this defect, engraftment of human hematological 
cells in SCID mice has been reported to be only modestly 
successful. 49 ' 50 NK-cell activity has been shown to play a 
key role in the rejection of human lymphoid neoplasms in 
SCID mice. 31 ' 51 We have previously used different meth- 
ods to improve xenograft efficiency of ATL cells in SCID 
mice including -/-irradiation and administration of 
a-AGM-| antiserum (anti-NK-cell antibodies) 31 These 
methods were relatively efficient at reducing NK cell ac- 
tivity, but cumbersome to perform. To circumvent these 
difficulties we used SCID/bg mice in this investigation. As 
described, the beige mutation is responsible for a selec- 
tive defect in the NK-cell immune response 51 When com- 
bined with the scid mutation, the beige mutation creates 
more favorable conditions for engraftment of human lym- 
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phoid neoplasms in mice, consequently allowing the es- 
tablishment of a reliable animal model. 

Most patients with ATL will develop hypercalcemia, 
which represents a life-threatening condition. 15 PTHrP 
has been shown to be a causative factor of hypercalce- 
mia in animals bearing human solid tumors. 12,52 In ATL 
patients, PTHrP also has been identified as an important 
mediator of hypercalcemia, but other humoral factors 
such as IL-1j3 and TGF-/3 have also been proposed to be 
involved 23,24 Previous studies examining the regulation 
of PTHrP in ATL cells were conducted in vitro, because of 
the lack of a reproducible animal model of ATL-associ- 
ated HHM. Consequently, little is known about the spe- 
cific mechanisms regulating PTHrP expression in ATL 
cells in vivo, and the interactions between PTHrP and 
other humoral factors in the development of hypercalce- 
mia in humans with ATL. 

A previous investigation 31 by our laboratory reported 
the tumorigenic potential of ATL cells (RV-ATL) and 
HTLV-transformed cell lines (SLB-1 and JLB-II) by com- 
paring the engraftment efficiency in SCID mice. In the 
present study, we examined and confirmed the central 
role played by PTHrP in the induction of hypercalcemia 
and increased osteoclastic resorption leading to bone 
loss in SCID/bg mice xenografted with ATL cells. An 
alternative model of HHM using SCID mice was reported 
by Takaori-Kondo and colleagues. 53 In contrast to our 
study, the authors showed increased levels of C-terminal 
PTHrP, but did not measure circulating levels of N-termi- 
nal PTHrP, the region of PTHrP that contains PTH-like 
activity, and lymphoma-bearing mice did not have in- 
creased osteoclastic bone resorption. Both increased 
circulating N-terminal PTHrP and excessive osteoclastic 
bone resorption are known to be important characteristic 
features of HHM observed in human patients with ATL. 

PTHrP gene expression has been shown to be up- 
regulated by the HTLV-1 oncoprotein Tax in vitro.'' 9 Ditt- 
mer and colleagues 20 have demonstrated that Tax inter- 
acts with the transcription factors Ets1 and Sp1 to 
transactivate the PTHrP P2 promoter when transfected in 
osteosarcoma OsA-CL cells. Tax can also mediate its 
effects on the PTHrP gene by the cellular transcription 
factors AP-1 and AP-2 as proposed by Prager and col- 
leagues. 54 We were not able to detect Tax and other 
HTLV-1 viral proteins by Western blot analysis or HTLV-1 
tax/rex mRNA by RT-PCR in ATL cells xenografted in 
SCID/bg. These data are consistent with the literature 
regarding the expression of HTLV-1 tax/rex mRNA in ATL 
cells from human patients. 21 In contrast, HTLV-1 Tax 
protein and tax/rex mRNA were easily detectable in 
HT1-RV cells, a cell line produced by superinfection of 
RV-ATL cells with HTLV-1. Interestingly, no PTHrP mRNA 
was detectable by Northern blot analysis in HT1-RV cells. 
We determined the number of HTLV-1 proviral copy by 
quantitative real-time PCR using primers specifically de- 
signed to amplify the tax gene. We established that RV- 
ATL cells had 1.5 copies of provirus, and our results are 
consistent with published data for primary lymphocyte 
cell lines transformed by HTLV-1 55 In contrast, the 
HT1-RV cells had 10 copies of HTLV-1 provirus. As we 
have previously reported, RV-ATL cells, as other ATL cell 



lines, carry deletions of the provirus while retaining the 
tax/rex sequence. 32 

Primary cell lines from human patients with ATL were 
shown to produce a wide variety of cytokines, including 
IL-2, TGF-j3, TNF-/3, and IL-1 . IL-2 can up-regulate PTHrP 
gene expression in ATL cells by increasing its mRNA 
stability. 26 However, others have reported that IL-2 
mRNA was not detectable by RT-PCR in ATL cells xe- 
nografted into SCID mice 56 Our laboratory and others 
have previously demonstrated that TGF-/3 up-regulates 
PTHrP gene expression in multiple normal and neoplastic 
tissues, 29,57-60 but there is no report addressing the ef- 
fect of TGF-J3 on PTHrP secretion and expression in ATL 
cells. It will be useful to study the effect of TGF-/3 on both 
PTHrP gene transcription and mRNA stability in vivo using 
the SCID/bg model of human ATL. 

Our laboratory has reported that PTHrP can bind to the 
human MT-2 cells (presumably by interacting with the 
PTH-1 receptor), and PTHrP inhibited cell growth of 
the MT-2 cells. 61 Several reports have demonstrated that 
PTHrP modulates growth in different normal and cancer 
cells 62-67 The proliferative versus antiproliferative effects 
of PTHrP are dependent on the oell type. Falzon and Du' i/ 
have shown that PTHrP had an antimitogenic effect in the 
human breast cancer cell line, MCF-7, using an auto- 
crine/paraerine pathway mediated through the cell sur- 
face PTH-1 receptor. They also have shown that PTHrP 
exerted a mitogenic effect through the intracrine path- 
way, which correlated with nuclear accumulation of 
PTHrP. The exact mechanism by which nuclear localiza- 
tion of PTHrP stimulates cell growth is unknown, but 
nuclear PTHrP can inhibit apoptosis. 68 We examined the 
expression of the human PTH-1 receptor in four human 
ATL cell lines (RV-ATL, SLB-1, MT-2, and HT1-RV) by 
RT-PCR, and our data (not shown) demonstrated that the 
PTH-1 receptor was expressed in MT-2 cells (moderate), 
HT1-RV cells (low), and SLB-1 cells (very low), but was 
not expressed in RV-ATL cells. Interestingly, immunohis- 
tochemistry was strongly positive for PTHrP both in the 
cytoplasm and nucleus of RV-ATL cells xenografted into 
SCID/bg mice. The exact role of nuclear PTHrP on regu- 
lation of proliferation or apoptosis in ATL cells remains to 
be determined both in vitro and in vivo. Our model will 
enable us to examine the effect of PTHrP on ATL cell 
growth in vivo. 

In conclusion, the SCID/bg mouse model of human 
ATL will be useful to study the regulation of PTHrP and the 
interrelationships between PTHrP and cytokines pro- 
duced by ATL cells in the induction of HHM in vivo. The 
model is reproducible and mimics the disease observed 
in human patients with ATL. In addition, the model will be 
useful to develop new therapeutic strategies for the treat- 
ment of hypercalcemia observed in patients with ATL. 
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SUMMARY: Parathyroid hormone related peptide (PTHrP) has been 
implicated in the cause of the hypercalcemia associated with a number of 
malignant tumours. The data presented here suggests that PTHrP (in 
addition to its known role of mediating hypercalcemia) may be involved 
in the autocrine regulation of growth of some tumours. Polyclonal 
PTHrP antiserum almost totally inhibited the growth of a human renal 
cell carcinoma cell line, known to secrete PTHrP, in vitro and growth 
was significantly inhibited by the competitive PTH antagonist PTH (3- 



The initiation and perpetuation of carcinogenesis is a multifactorial process (1). While 
the ectopic and unregulated secretion of hormones frequently complicate the clinical 
management of a number of malignancies, the role they play in, the autocrine regulation 
of tumour growth is becoming increasingly apparent (2). Throughout the last decade 
there has been much interest in the syndrome of humoral hypercalcemia of malignancy 
(SHHM). SHHM is associated with some 20% of tumours, most commonly renal cell 
and lung small cell carcinoma, and is characterised by raised serum levels of calcium, 
increased urinary excretion of cAMP and phosphaturia. Serum levels of bioactive 
parathyroid hormone (PTH) are found to be elevated, yet paradoxically serum levels of 
immunoreactive PTH are found to be normal or even suppressed (3). This suggests the 
presence of a circulating factor with PTH like bioactivity but which is structurally and 
immunologically distinct from it. 

Recently, a peptide has been isolated from a variety of hypercalcemic tumours, 
which is composed of 141 amino acids, of which 8 out of the first 13 are common to 
PTH. This limited N- terminal amino acid homology with PTH is sufficient to confer 
upon the peptide PTH like bioactivity and has led to it being termed Parathyroid 
hormone related peptide or PTHrP (4). While PTHrP is now believed to be a major 
contributing factor to the aetiology of SHHM, the aim of this study was to determine 
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whether or not the protein plays any part in the autocrine regulation of growth of a 
hypercalcemic renal carcinoma cell line known to secrete PTHrP. 

MATERIALS AND METHODS 

G.V. Segre and H. Jpeppner <MassaeLe It s™erai hS p "S Kn Maf ' 
Cell Culture: SKRC1 cells ( kindly supplied by Dr. N. H. Bander New York 

rrypsinised and counted using an Elzone particle counter model 280PC ™ tKS ™ m) ' 

RESULTS 

The approach used to investigate the hypothesis that PTHrP might function as an 
autocrine growth factor in some tumours was to selectively add or remove the peptide 
from growing cultures of SKRC-1 cells. These are known to secrete PTHrP in vitro 
and produce hypercalcemia when implanted into nude mice in vivo (5). 
Cells were treated for 3 days with PTH(l-34), PTHrP (1-34) or PTHrP (1-141) over a 



Ml* 



-log [Peptide] (M) 

SntTn vkro eCt ° f PTH ^ PTHrP ^^logues on growth of SKRC-1 

Cells were seeded at a density of 2.5 x 10« cells per well (shown by arrow) After 12 

nStrS" 8 ^ ^ ^ ^iS^SSSZng an 

Elzone particle counter. (Points represent the mean +/- S.E.M; n=3.) 
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Fig. 2. Effect of the competitive PTH receptor antagonist PTH 
(3-34)NH 2 on the growth of SKRC-1 cells in vitro. 
Cells were seeded at a concentration of 2.5 x 10 4 cells per well (shown by arrow). 
After 12 hours the cells were fed with medium alone (shown by point A) or containing 
PTH (3-34)NH 2 at the concentrations indicated. After a further 24 hours the cells were 
trypsinised and counted using an Elzone particle counter. (Points represent the mean 
+/- S.E.M; n=4.) 

Fig. 3. Effect of PTHrP antiserum on the growth of SKRC-1 cells in 
vifro. 

Cells were seeded at a density of 2.5 x 10 4 cells per well (shown by arrow). After 12 
hours cells were fed with medium alone (shown by point A) or containing polyclonal 
PTHrP antiserum diluted as indicated. Cells were fed after 24 hours. After a further 
24 hours cells were trypsinised and counted using an Elzone particle counter. (Points 
represent the mean +/- S.E.M; n=4). 



Table 1. Effect of PTHrP antiserum on ROS 17/2.8 cells, bovine 
adrenal chromaffin cells and SKRC-1 cells 





TREATMENT 




NONE PTHrP ANTISERUM 


P 0 


ROS 17/2.8 


46,238 (2468) 44,850 (2235) 


N.S. 


B.A.C. 


616,818 (50,640) 677,454 (59,349) 


N.S. 


SKRC-1 


90,460(6027) 35,875(1276) 


<0.01 



ROS 17/2.8 cells were seeded at a density of 2.5 x 10* cells per well. After 12 hours 
the cells were fed with medium containing PTHrP antiserum diluted 1:100. The cells 
were fed again after 24 hours and after a further 24 hours cells were trypsinised and 
counted. A similar protocol was employed for the bovine adrenal chromaffin cells 
(BAQ and SKRC-1 cells, except that these were seeded at a density of 6 x 10 5 and 
2.5 x 10 4 cells per well, respectively. In the case of the bovine adrenal chromaffin 
cells, they were left for 4 days before being treated with medium containing PTHrP 
antiserum. (Data represents the mean (S.E.M;) n=4. N.S. represents no significant 
difference between groups). 



1136 



Vol. 167. No. 3, 1990 



BIOCHEMICAL AND BIOPHYSICAL RESEARCH COMMUNICATIONS 

ige 4 of 5 



F Serial No. 10/520,085 Evidence Appendix (h) - P 

concentration range of 0.125 - 12.5nM (Fig. 1). The effect of exogenously added 
peptide was found to be mild, with 12.5nM PTHrP (1-141) appearing to inhibit 
growth by about 15%. This lack of effect could result from the cells secreting 
sufficient PTHrP to mask the mitogenic effect of added peptide. 
To investigate whether secreted PTHrP exerted any effect on growth through a PTH 
type receptor cells were treated with the competitive PTH receptor antagonist, PTH (3- 
34)NH 2 - After 24 hours this PTH analogue, at a concentration of 1.25^M, was found 
to significantly inhibit cell growth (Fig. 2). 

Addition of polyclonal PTHrP antiserum at a dilution of 1 : 100 almost totally inhibited 
the growth of SKRC-1 cells (Fig. 3). This effect was specific for these cells since it 
had no effect on the growth of ROS 17/2.8 cells (which possess PTH receptors) nor 
was it cytotoxic when tested on quiescent cultures of bovine adrenal medullary cells 
(Table 1). 



DISCUSSION 

The regulation of normal cellular growth and proliferation is complex and far from 
understood. Normal cells on their way to becoming cancer cells pass through several 
stages during which they loose their requirement for certain growth factors and instead 
pass uncontrollably through the cell cycle (6). 

The hypercalcemic factor PTHrP, has been isolated from a number of human and 
animal tumours (7) and also from the culture medium of human keratinocytes (8). On 
addition of PTHrP to human keratinocytes, these cells undergo terminal differentiation 
and cease proliferation (9), furthermore, the peptide has been reported to play a role in 
the differentiation of F9 tetratocarcinoma derived stem cells (10). It would appear, 
therefore, that PTHrP does have the ability to modulate cellular development. The 
data we present here would suggest that PTHrP is involved in the regulation of growth 
of the renal cell carcinoma cell line SKRC-1. While PTHrP is not expressed by normal 
adult kidney, it is present in the developing tubules of human fetal kidney (11). Its re- 
expression in the transformed phenotype of the adult is similar to the appearance of 
alpha feto-protein in primary hepatocellular carcinoma which is only present in the fetal 
liver. The data presented here would further support the hypothesis that PTHrP could 
be a fetal growth factor. 

It is possible that the ability of PTHrP (1-141) to inhibit the growth of SKRC-1 cells 
results from the full length amino acid sequence undergoing proteolytic clevage to 
yield fragments with direct inhibitory activity or which have receptor antagonistic 
activity. Certainly different portions of mitogens are known to exert different 
biological effects (12). Alternatively it is possible that the full length peptide ( or a 
cleaved fragment ) may act synergistically with other mitogens, such as TGF-beta, 
present at high concentration in the medium containing 10% serum, to induce its 
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antagonist PTH (3-34)NH 2 required to inhibit growth over 24 hours, can be explained 
in terms of the ratio of antagonist to agonist required for it to produce its effect. PTH 
(3-34)NH 2 must be present at between a 100 and a 1000 fold molar excess in order 
to have antagonistic activity (5). 



The PTHrP antiserum used in this study is specific for PTHrP and was not found to be 
cytotoxic to other cell lines. Antiserum had no effect on ROS 17/2.8 cells which do not 
synthesize or secrete PTHrP but do possess PTH receptors. Inhibition of growth of 
SKRC-1 cells by "immune-neutralising" endogenously secreted PTHrP might suggest 
the use of antiserum directed against PTHrP in the therapy of SHHM, reducing both 
hypercalcemia and tumour growth. 

These data support the hypothesis that PTHrP contributes to the autocrine growth of a 
hypercalcemic renal cell carcinoma. This appears to be mediated via a PTH receptor 
and growth can be inhibited by the use of a polyclonal PTHrP antiserum, or a PTH 
receptor antagonist. The role PTHrP plays in the growth of other "hypercalcemic" 
tumours ( especially those that do not possess PTH receptors ) is yet to be investigated. 
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Description 

TECHNICAL FIELD 

s [0001] The present invention relates to a therapeutic agent for diseases caused by parathyroid hormone (PTH) or 
parathyroid hormone-related protein (PTHrP). 

BACKGROUND ART 

'0 [0002] A parathyroid hormone-related protein (PTHrP) is a protein, which was identified in 1 987 by investigation of 
humoral factors causing humoral hypercalcemia of malignancy. It is known that the N-terminus of the protein expresses 
functions thereof by binding to a receptor (PTH/PTHrP receptor) which is common to parathyroid hormone (PTH). 
[0003] It has been reported that PTHrP is generated from various tumor tissues, but it is also generated from a wide 
range of normal tissues such as skin, mammary gland, uterus, placenta, bone, smooth muscle, heart, lung, kidney, 

is liver and brain, and exhibits various functions locally via autocrine/paracrine secretory mechanism. 

[0004] A PTH/PTHrP receptor strongly expresses in kidney and bone, a target organ of PTH and PTHrP. However, 
it has been clarified that, apart from these organs, this receptor expresses also in aorta, adrenal, brain, mammary 
gland, heart, digestive tract, liver, lung, skeletal muscle, ovary, placenta, skin, stomach and uterus etc., and that the 
receptor shows an extremely similar distribution to PTHrP. 

20 [0005] As functions of PTHrP, there are known not only a bone resorption promoting function by activation of oste- 
oclasts in bone and a calcium reabsorption promoting function by acting to distal convoluted tubules of nephros, but 
also the following (1) to (3): 

(1) Involvement in calcium transportation system (e.g. mammary gland epithelium, placenta etc.) in epidelial cells, 
25 (2) A strong smooth muscle relaxing activity (e.g. uterus, urinary tract, blood vessel and digestive tract etc.), and 

(3) Involvement in growth, differentiation and development, 

but the physiological role of PTHrP in many tissues other than those stated above is still unknown. 
[0006] For example, PTHrP and a PTH/PTHrP receptor express in the central nervous system (CNS), but there has 
30 been hardly any clarification of the functions thereof. When localization of PTHrP mRNA in rat brain was analyzed by 
in situ hybridization, it was found that the mRNA existed in the hippocampus, the granular cell layer of cerebellum, 
cerebral cortex and hypothalamus (Weaver et al., Mol Brain Res 28:296-301 , 1995; Weir et al., Proc Natl Acad Sci 
USA 87:108-112, 1990), 

[0007] Moreover, the distribution of PTH/PTHrP receptor in rat brain matches with the distribution of PTHrP, and so 
35 it is assumed that PTHrP acts as a local autocrine/paracrine factor in central nervous system (CNS). An experiment 
regarding binding of PTH to a cell membrane fraction prepared from each site of rat brain teaches that the order of 
binding strength is as hypothalamus, cerebellum and cerebral cortex (Harvey et al. Peptides 14:1187-1191, 1993). 
Furthermore, it has been reported that arginine vasopressin (AVP) is released by PTHrP (1-34) stimulation of rat su- 
praoptic nucleus (SON) slices, and that there is a possibility that PTHrP involves in homeostasis of water or electrolyte 
40 in an organism (Yamamoto et al., Endocrinology 139:383-388, 1998, Yamamoto et al., Endocrinology 138:2066-2072, 
1997). Thus, although it is clear that PTHrP and a PTH/PTHrP receptor are widely distributed over the brain, physio- 
logical role thereof in central nervous system is still unknown. 

[0008] Recently, induction of various types of cytokines by PTHrP or induction of PTHrP by cytokine has been re- 
ported, and a new possibility of involvement of PTHrP in various types of diseases caused by cytokine, as well as its 
45 own activity, has been clarified. The following reports which suggest the possibility of crosstalk between PTH or PTHrP 
and cytokine are known: 

1) The values of IL-6 and TNF-a are high in a patient of primary hyperparathyroidism caused by high value of PTH 
(Grey A. et al., J Clin Endocrinol Metab 81 :3450-5, 1996) 
so 2) When osteoblasts are stimulated by PTH or PTHrP in an in vitro system, expression of IL-6 and LIF is promoted 

(Pollock JH. et al., J Bone Miner Res 11:754-9, 1996) 

3) A series of experiments with synovial cells showed that production of IL-6 is accentuated by stimulation with 
PTHrP, and that TNF-a and IL-1 J3 promote expression of PTHrP, and that therefore PTHrP is a member of pro- 
inflammatory cytokine cascade (Funk JL. et al., Endocrinology 138:2665-73, 1997; Funk JL. et al., J Clin Invest 

55 1 01:1362-71,1998) 

4) In cultured human vascular endothelial cells also, TNF-a and IL-1 p promote expression of PTHrP (Biochem 
Biophys ResCommun 249:339-343, 1998) 
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[0009] Thus, there has been reported induction of cytokine by PTHrP or induction of PTHrP by cytokine etc., and a 
possibility of involvement of PTHrP in various types of diseases caused by cytokines, especially those such as IL-1 p\ 
IL-6 and TNF- a, as well as its own activity, has been clarified. 

[001 0] Humoral hypercalcemia of malignancy and cachexia caused by PTHrP and cachexy bring about clinical prop- 
s erties such as body weight loss, weight loss of fat and muscular tissues, anorexia and anemia, and serious damage 
is given to quality of life (QOL) of a patient. To improve QOL of a cancer patient, application of treatment methods for 
improving significantly reduced QOL can be considered in addition to normal treatments for the patient with anticancer 
agents, but at present, there is no treatment method for improving QOL of a patient at a sufficient level. At the moment, 
treatment methods having recognized QOL improving effect include forced nutrition and pharmacotherapy. With regard 
'0 to forced nutrition, since the effect is not long-lasting although body weight is maintained, negative opinions have begun 
to be voiced in the field of palliative care(Tatsuji Kataoka, Blood/Tumor (Ketsueki/Syuyo-ka), 36,500-506, 1998). With 
regard to pharmacotherapy, mainly medroxyprogesterone acetate (MPA) is used, but originally MPA is used to treat 
emmeniopathy and breast cancer. MPA shows effects such as stimulation of appetite and fat accumulation, but this is 
an application of the side effects in treatment of the diseases for which MPA was originally adapted for the purpose of 
is improving QOL. Nevertheless, MPA is not a sufficient therapeutic agent in that this compound is a progestational 
(gestagenic) formulation, and so it shows original hormone actions, and effects thereof are insufficient. 

DISCLOSURE OF THE INVENTION 

20 [0011] The object of the present invention is to provide a therapeutic agent for diseases caused by PTH or PTHrP. 
[0012] The present inventors have performed various studies regarding possibility of alleviating symptoms of dis- 
eases (treatment for central nervous system diseases, and treatment for diseases caused by PTHrP-cytokine cascade) 
caused by PTH or PTHrP other than humoral hypercalcemia of malignancy caused by excessive production of PTHrP. 
As a result, the inventors have found that an anti-PTHrP antibody is effective in alleviating and treating the above 

25 symptoms, thereby completing the present invention. 

[0013] As shown in Examples described later it was confirmed that an anti-PTHrP antibody has a high improving 
effect against symptoms on which no or low improving effects were confirmed using the existing therapeutic agents 
for hypercalcemia. At the same time, it was also found that the above improvement and treatment effects are not only 
caused by effects brought by decrease of blood calcium level. 

30 [0014] That is to say, the present invention provides a therapeutic agent for a disease caused by PTH or PTHrP, 
which comprises, as an active ingredient, an agonist or antagonist binding to a PTH receptor or PTHrP receptor, or a 
substance binding to a ligand of the receptor to promote or inhibit binding between the ligand and the receptor. Mainly, 
the disease may be one caused by PTH or PTHrP other than hypercalcemia. 

[0015] Moreover, the present invention provides a QOL improving agent alleviating symptom of a disease caused 
35 by PTH or PTHrP which comprises, as an active ingredient, an agonist or antagonist binding to a PTH receptor or 
PTHrP receptor, or a substance binding to a ligand of the receptor to promote or inhibit binding between the ligand 
and the receptor. 

[001 6] Examples of diseases to which the above therapeutic agent and QOL improving agent are applied may include 
a syndromes associated with malignancy caused by PTHrP (e.g. digestive system disorders such as diarrhea, vomi- 

40 turition and nausea), proteometabolism abnormality (e.g. hypoalbuminemia), saccharometabolism abnormality (e.g. 
reduction of glucose tolerance and reduction of insulin secretion), lipid metabolism abnormality (e.g. hyperlipidemia 
and reduction of serum lipoprotein lipase activity), anorexia, hematological abnormality (e.g. anemia, thrombosis and 
DIC syndrome), electrolyte abnormality (e.g. hyponatremia, hypokalemia and hypercalcemia), immunodeficiency (e. 
g. infection disease), pain, secondary hyperparathyroidism and primary hyperparathyroidism which are caused by 

45 PTH, etc. 

[0017] Furthermore, the present invention provides an improving agent for a central nervous system disease caused 
by PTH or PTHrP. which comprises, as an active ingredient, an agonist or antagonist binding to a PTH receptor or 
PTHrP receptor, or a substance binding to a ligand of the receptor to promote or inhibit binding between the ligand 
and the receptor. Examples of central nervous system diseases may include dyssomnia, neuropathy (e.g. schizophre- 

50 nia, manic-depressive psychosis, neurosis and psychophysiologic disorder), nervous symptom (e.g. vomitation, nau- 
sea, mouth dryness, anorexia and vertigo), brain metabolism abnormality, cerebral circulation abnormality, autonomic 
imbalance, and endocrine system abnormality with which central nervous system is associated, etc. 
[001 8] Still further, the present invention provides an improving agent for a disease caused by PTH or PTHrP-cytokine 
cascade, which comprises, as an active ingredient, an agonist or antagonist binding to a PTH receptor or PTHrP 

55 receptor, or a substance binding to a ligand of the receptor to promote or inhibit binding between the ligand and the 
receptor. Examples of cytokines may include IL-1, IL-2, IL-3, IL-4, IL-5, IL-6, IL-7, IL-8, IL-9, IL-1 0, IL-1 1 , IL-12, IL-13, 
IL-15, G-CSF, GM-CSF M-CSF, EPO, LIF, TPO, EGF, TGF- a, TGF- (J, FGF. IGF. HGF, VEGF, NGF, activin, inhibin, a 
BMP family TNF and I FN, etc. Examples of diseases caused by PTH or PTHrP-cytokine cascade may include septi- 
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cemia, cachexia, inflammation, hemopathy such as hematopoietic system abnormality and leukemia, calcium metab- 
olism abnormality, and autoimmune disease such as rheumatism. 

[0019] The present invention further provides a central nervous system regulator, which comprises, as an active 
ingredient, an agonist or antagonist binding to a PTH receptor or PTHrP receptor or a substance binding to a ligand 

s of the receptor to promote or inhibit binding between the ligand and the receptor. 

[0020] Moreover, the present invention provides a cytokine network regulator which comprises, as an active ingre- 
dient, an agonist or antagonist binding to a PTH receptor or PTHrP receptor, or a substance binding to a ligand of the 
receptor to promote or inhibit binding between the ligand and the receptor. 
[0021] The PTH receptor or PTHrP receptor may be a PTH/PTHrP type I receptor. 

'0 [0022] The substance binding to a ligand of PTH receptor or PTHrP receptor to inhibit binding between the ligand 
and the receptor may be selected from the group consisting of an anti-PTHrP antibody and an anti-PTH antibody, and 
among them, an anti-PTHrP antibody especially a humanized anti-PTHrP antibody is effective. 
[0023] The present invention is a therapeutic agent, which comprises, as an active ingredient, an agonist or antag- 
onist binding to a PTH receptor or PTHrP receptor, or a substance binding to a ligand of the receptor to promote or 

is inhibit binding between the ligand and the receptor. 

[0024] In the present specification, the term "a PTH receptor or PTHrP receptor" is used to mean a receptor binding 
to PTH or PTHrP, and examples include a PTH/PTHrP type I receptor (described in Japanese Patent Application 
Laying-Open (kohyo) No. 6-506598). 

[0025] Examples of "an agonist binding to a PTH receptor or PTHrP receptor" include PTH (1-34), PTH (3-34), PTHrP 

so (1-34), PTHrP (3-34) and an amide form thereof. 

[0026] The term "an antagonist binding to a PTH receptor or PTHrP receptor" is used to mean a substance which 
inhibits binding of PTHrP to a PTH receptor or PTHrP receptor by binding to the PTH receptor or PTHrP receptor (e. 
g. an antagonist against the PTH receptor or PTHrP receptor (which is also referred to as a PTH or PTHrP antagonist), 
and specific examples include a PTH or PTHrP peptide comprising a substitution or deletion of at least one amino acid, 

25 and a partial sequence of a PTH or PTHrP peptide, etc.) Examples of a PTH or PTHrP antagonist include a polypeptide 
and a low molecule, and specifically examples of substances antagonistically binding to the receptors against PTH or 
PTHrP include PTH (7-34), PTH (8-34), PTH (9-34), PTH (10-34), PTHrP (7-34), PTHrP (8-34), PTHrP (9-34), PTHrP 
(1 0-34), mutants thereof (e.g. [Nle8, 18, D-Trp12, Tyr34] bovine PTH (7-34) NH2, [Nle8, 18, Tyr34] bovine PTH- (7-34)- 
amide), and an amide form thereof, etc. Examples of substances antagonistically binding to a PTHrP receptor against 

30 PTHrP include polypeptides having a PTHrP antagonist activity described in Japanese Palent Application Laying-Open 
(kokai) No. 7-165790, Japanese Patent Application Laying-Open (kohyo) No. 5-509098, and Peptides (The United 
States) 1 995, 1 6 (6) 1 031 -1 037, Biochemistry (The United States) Apr. 28, 1 992, 31 (1 6) 4026-4033. Moreover, among 
the above-stated polypeptides, polypeptides which comprise a deletion, substitution, addition or insertion of at least 
one amino acid and have an equivalent amount of PTH or PTHrP antagonist activity, are also included in the PTH or 

35 PTHrP antagonist of the present invention. However, examples are not limited thereto. 

[0027] The term "a ligand" is used to mean a substance binding to an enzyme or receptor. 
[0028] The term "a substance binding to a ligand of a PTH receptor or PTHrP receptorto inhibit binding between the 
ligand and the receptor" is used to mean a substance (e.g. an anti-PTH antibody, an anti-PTHrP antibody, etc.) which 
inhibits binding of a ligand (e.g. PTH, PTHrP etc.) to a PTH receptor or PTHrP receptor by binding to the ligand of the 

40 PTH receptor or PTHrP receptor. Examples of an anti-PTH antibody include an antibody recognizing PTH (1-34) etc. 
Examples of an anti-PTHrP antibody include antibodies such as a humanized antibody, a human antibody 
(W096/33735) and a chimeric antibody (Japanese Patent Application Laying-Open (kokai) 4-228089), and an antibody 
(a #23-57-137-1 antibody) produced by hybridoma #23-57-137-1, etc. Note that the antibody may be a polyclonal 
antibody, but a monoclonal antibody is preferable. 

45 [0029] The term "QOL" is an abbreviation for "quality of life" and stands for the quality of life. Cancer patients undergo 
loss of body weight, anorexia, anemia and pain etc. and so their parameters of QOL are significantly damaged. 
[0030] The term "central nervous system" is used to mean a nervous system consisting of brain and spinal cord. 
[0031] The term "PTH or PTH rP-cytokine cascade" is described as follows. First, the term "cytokine cascade" stands 
for a part of cytokine network and means that information of a first cytokine is read by messengers of a second cytokine 

so and a third cytokine. Then, "PTH or PTHrP-cytokine cascade" is used to mean that PTH or PTHrP is included among 
cytokine members. 

[0032] The term "cytokine network" is used to mean antigen-nonspecific network control performed by means of 
factors (cytokines) produced from immunocompetent cells etc. 

[0033] The term "a humanized antibody" is used to mean an antibody comprising frameworks derived from a human 
55 antibody and complementarity determining regions (CDRs) derived from an antibody other than human (e.g. a mouse 
antibody). 

[0034] The present specification includes part or all of the contents disclosed in the specification and/or drawings of 
Japanese Patent Application No. 11-189793, which is a priority document of the present application. 
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[0035] As an example of the use of "a substance binding to a ligand of a PTH receptor or PTHrP receptor to inhibit 
binding between the ligand and the receptor", an anti-PTHrP antibody is described below. 

1. Anti-PTHrP antibody 

5 

[0036] The anti-PTHrP antibody used in the present invention may be any one, regardless of its source, type (mon- 
oclonal or polyclonal) and configuration, as long as it can exhibit a desired pharmacological effect. 
[0037] The anti- PTHrP antibody used in the present invention can be produced by any known method as a polyclonal 
or monoclonal antibody. Preferably, the anti-PTHrP antibody is a monoclonal antibody derived from a mammal. The 
'0 mammal-derived monoclonal antibody includes those produced from a hybridoma and those produced by a genetic 
engineering technique from a host transformed with a recombinant expression vector carrying a gene for the antibody. 
The antibody can bind to PTHrP to prevent binding of the PTHrP to a PTH/PTHrP receptor, thus blocking the signal 
transduction of the PTHrP and consequently inhibiting the biological activity of the PTHrP. 

[0038] A specific example of such antibody is #23-57-1 37-1 antibody which can be produced with a hybridoma clone 
is #23-57-137-1 . The hybridoma done #23-57-137-1 has been designated as "mouse-mouse hybridoma #23-57-1 37-1" 
and deposited under the terms of the Budapest Treaty on August 15, 1996 at the National Institute of Bioscience and 
Human-technology, Agency of Industrial Science and Technology, Japan (1-3, Higashi 1-chome : Tsukuba-shi, Ibaraki, 
Japan) under the accession No. FERM BP-5631. 

20 2. Antibody-producing hybridoma 

[0039] A monoclonal antibody-producing hybridoma can be produced as follows. That is, PTHrP is used as an antigen 
for immunization in accordance with a conventional immunization method. The resulting immunocytes are fused to 
known parent cells by a conventional cell fusion method, and monoclonal antibody-producing cells are screened from 

25 the fused cells by a conventional screening method. 

[0040] First, a human PTHrP. which is used as an sensitizing antigen for producing the antibody, is prepared by 
expressing the PTHrP gene/amino acid sequence disclosed in Suva. L. J, et al., Science (1987) 237. 893. A nucleotide 
sequence encoding the PTHrP is inserted into a known expression vector and a suitable host cell is transformed with 
the expression vector. The PTHrP protein is then isolated and purified from the transformed host cell or from a culture 

30 supernatant of the transformed host cell by any known method. 

[0041] Then, the purified PTHrP protein is used as a sensitizing antigen. Alternatively, a 34-amino acid peptide of 
the N-terminal region of the PTHrP may be chemically synthesized as the sensitizing antigen. 
[0042] The mammal to be immunized with the sensitizing antigen is not particularly limited. However, the mammal 
is preferably selected taking into consideration of compatibility with the patent cell used for cell fusion. Generally, a 

35 rodent (e.g., mouse, rat, hamster), rabbit or monkey may be used. 

[0043] The immunization of the mammal with the sensitizing antigen can be performed in accordance with any known 
method, for example, by injecting the sensitizing antigen to a mammal intraperitoneally or subcutaneously. More spe- 
cifically, the sensitizing antigen is properly diluted with or suspended to phosphate-buffered saline (PBS) or physiolog- 
ical saline, the resulting dilution or suspension is then mixed with an appropriate amount of a conventional adjuvant 

40 (e.g., Freund's complete adjuvant) to give an emulsion. The emulsion is injected to a mammal several times at intervals 
of 4 to 21 days. For the immunization, the sensitizing antigen may be attached to a suitable carrier. 
[0044] After the immunization, the serum antibody level is checked. When the serum antibody level is confirmed to 
reach a desired level, immunocytes are isolated from the mammal and then subjected to cell fusion. A preferable 
immunocyte is a spleen cell. 

45 [0045] The parent cell used forthe cell fusion (i.e. , the counterpart of the cell fusion with the immunocyte) is a myeloma 
cell derived from a mammal. The myeloma cell is of any known cell line, and, for example, P3 (P3x63Ag8.653) (J. 
Immnol. (1979) 123, 1548-1550), P3x63Ag8U.1 (Current Topics in Microbiology and Immunology (1978) 81, 1-7), NS- 
1 (Kohler, G. and Milstein, C. Eur. J. Immunol. (1976) 6, 511-519), MPC-11 (Margulies, D. H. et al., Cell (1976) 8, 
405-415), SP2/0 (Shulman, M. etal., Nature (1978) 276,269-270), FO (deSt. Groth, S. F. etal., J. Immunol. Methods 

so (1980) 35, 1-21), S194 (Trowbridge, I. S., J. Exp. Med. (1978) 148, 313-323) or R210 (Galfre, G. et al. Nature (1979) 
277, 131-133). 

[0046] Cell fusion of the immunocyte to the myeloma cell is basically performed in accordance with any known meth- 
od, such as the method of Milstein etal. (Kohler, G. and Milstein, C, Methods Enzymol. (1981) 73, 3-46). 
[0047] More specifically, the cell fusion is performed, for example, in a conventional nutrient culture medium in the 
55 presence of a cell fusion promoter. The cell fusion promoter may be polyethylene glycol (PEG) or a Sendai virus 
(hemagglutinating virus of Japan; HVJ). If desired, forthe purpose of improving the fusion efficiency, an additive such 
as dimethyl sulfoxide may be incorporated. 

[0048] The ratio between the immunocytes and the myeloma cells forthe cell fusion maybe any one. For example, 
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the immunocytes are used in the amount 1-10 times larger than the myeloma cells. The culture medium used for the 
cell fusion is, for example, RPMI 1 640 medium or MEM medium suitable for the growth of the above-mentioned mye- 
loma cell lines, or other medium conventionally used for the culture of such cell lines. If desired, a serum supplement, 
such as feral calf serum (FCS), may be added to the culture medium. 

s [0049] The cell fusion is performed by fully mixing given amounts of the immunocytes and the myeloma cells in the 
culture medium, adding a PEG solution (e.g., mean molecular weight: about 1000-6000) (which has been previously 
warmed to about 37° C) to the mixture usually to a concentration of 30-60% (w/v), and then mixing the resulting solution , 
thereby producing the desired fusion cells (i.e., hybridomas). Subsequently, an appropriate culture medium is added 
to the culture solution successively, and centrifuged to remove the supernatant. This procedure is repeated several 

'0 times to remove the cell fusion promoter or the like that are undesirable for the growth of the hybridomas, from the 
culture medium. 

[0050] The thus obtained hybridomas can be selected by culturing in a conventional selective medium, such as 
hypoxanthine-aminopterin-thymidine (HAT) medium. The culturing of the hybridomas in HAT medium is performed for 
the time of period enough to cause the death of the cells other than the desired hybridomas (i.e., cells that fail to fuse), 
is usually for several days to several weeks. Subsequently, conventional limiting dilution method is performed for screen- 
ing and mono-cloning of the hybridomas that are secreting the desired antibody. 

[0051] As a method other than preparing the hybridomas by immunizing a non-human mammal with the antigen as 
described above, a human lymphocyte may be sensitized with PTHrP in vitro, and then subjected the sensitized lym- 
phocyte to cell fusion to a human-derived myeloma cell capable of infinite growth, thereby producing a human antibody 

20 having a binding activity against the PTH rP (Japanese Patent Publication No. 1 -59878) . Alternatively, a human antibody 
against PTHrP may be prepared by injecting PTHrP as an antigen to a transgenic animal that has the entire repertories 
of human antibody genes to produce an anti-PTHrP antibody-producing cell, and then immortalizing the cells, thus 
producing the human antibody from the immortalized cell (International Patent Publication Nos. WO 94/25585, WO 
93/12227, WO 92/03918 and WO 94/02602). 

25 [0052] The monoclonal antibody-producing hybridoma prepared as above can be subcultured in a conventional cul- 
ture medium and stored under liquid nitrogen for a long time of period. 

[0053] For the production of a monoclonal antibody from the hybridoma, a method may be employed that involves 
culturing the hybridoma in accordance with a conventional technique and collecting the monoclonal antibody from the 
culture supernatant, or that involves injecting the hybridoma to a mammal compatible with the hybridoma to grow the 
30 hybridoma in the mammal and collecting the hybridoma from the ascites of the mammal. The former method is suitable 
for producing the antibody in high purity, while the latter method is suitable for producing the antibody in a large amount. 

3. Recombinant antibody 

35 [0054] In the present invention, a recombinant-type monoclonal antibody may be used, which can be produced by 
cloning an antibody gene from the hybridoma, integrating the antibody gene into a suitable vector, introducing the 
vector into a host, and then producing the antibody from the host according to a conventional genetic recombination 
technique (see, for example, Vandamme, A. M. et al., Eur. J. Biochem. (1990) 192, 767-775, 1990) 
[0055] Specifically mRNA encoding variable (V) region of an anti-PTHrP antibody is isolated from the anti-PTHrP 

40 antibody-producing hybridoma. The isolation of the mRNA is performed by preparing a total RNA by any known method, 
such as guanidium ultracentrifugation method (Chirgwin, J. M. et al., Biochemistry (1979) 18, 5294-5299) and AGPC 
method (Chomczynski, P. etal., Anal. Biochem. (1987) 162, 156-159), and then producing the desired mRNA from the 
total RNA using mRNA Purification Kit (Pharmacia) or the like. Alternatively, the mRNA may also be prepared directly 
using QuickPrep mRNA Purification Kit (Pharmacia). 

45 [0056] Next, cDNA for the antibody V-region is synthesized from the mRNA with a reverse transcriptase. The syn- 
thesis of the cDNA is performed using AMV Reverse Transcriptase First-strand cDNA Synthesis Kit (Seikagaku Cor- 
poration) or the like. The cDNA may also be synthesized and amplified by 5'-RACE method (Frohman, M.A. et al., 
Proc. Natl. Acad. Sci. USA (1 988) 85, 8998-9002; Belyavsky, A. et al., Nucleic Acids Res. (1 989) 1 7, 291 9-2932) using 
5'-Ampli FINDER RACE Kit (CLONETECH) in combination with PCR method, or the like. 

so [0057] A DNA fragment of interest is isolated and purified from the resulting PCR product and then ligatedtoa vector 
DNA to obtain a recombinant vector. The recombinant vector is introduced into a host such as E. coli, and a colony 
containing a desired recombinant vector is selected. The nucleotide sequence of the DNA of interest in the recombinant 
vector is confirmed by, for example, dideoxynucleotide chain termination method. 

[0058] Once DNA encoding the anti-PTHrP antibody V-region is obtained, the DNA is integrated into an expression 
55 vector containing a DNA encoding a desired antibody constant (C) region. 

[0059] For the production of the anti-PTHrP antibody used in the present invention, the antibody gene is integrated 
into an expression vector so that the antibody gene can be expressed under the control of expression control regions 
(e.g., enhancer, promoter). A host cell is transformed with the expression vector to express the antibody. 



6 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (i) - Page 7 of 92 



EP 1 197 225 A1 

[0060] In the expression of the antibody gene, a DNA encoding heavy (H) chain and a DNA encoding light (L) chain 
of the antibody may be integrated into separate expression vectors, and then a host cell is co-transformed with the 
resulting recombinant expression vectors. Alternatively, both the DNA encoding H-chain and the DNA encoding L- 
chain of the antibody may be integrated together into asingle expression vector, and then a host cell may be transformed 

s with the resulting recombinant expression vector (WO 94/11523). 

[0061] For the production of the recombinant antibody, besides the above-mentioned host cells, a transgenic animal 
may also be used as a host. For example, the antibody gene is inserted into a predetermined site of a gene encoding 
a protein inherently produced in the milk of an animal (e.g., goat p" -casein) to obtain a fusion gene. A DNA fragment 
containing the antibody gene-introduced fusion gene is injected into an embryo of a goat, and the embryo is then 

'0 introduced into a female goat. The female goat having the embryo therein bears a transgenic goat. The antibody of 
interest is secreted in the milk from the transgenic goat or a progeny thereof. For the purpose of increasing the amount 
of the antibody-containing milk from the transgenic goat, an appropriate hormone may be administered to the transgenic 
goat (Ebert, K.M. et al, Bio/Technology (1994) 12, 699-702). 

is 4. Modified antibody 

[0062] In the present invention, for the purpose of reducing the heterogenisity against a human body or the like, an 
artificially modified recombinant antibody may be used, such as a chimeric antibody and a humanized antibody. These 
modified antibodies can be prepared by the following known methods. 
20 [0063] A chimeric antibody usable in the present invention can be prepared by ligating the DNA encoding the antibody 
V-region prepared as set forth above to a DNA encoding a human antibody C-region, integrating the ligation product 
into an expression vector, and introducing the resulting recombinant expression vector into a host to produce the 
chimeric antibody. 

[0064] A humanized antibody is also referred to as a "reshaped human antibody", in which the complementarity 
25 determining regions (CDRs) of an antibody of a non-human mammal (e.g., a mouse) are grafted to those of a human 
antibody. The general genetic recombination procedures for producing such humanized antibody are also known (EP 
125023; WO 96/02576). 

[0065] Specifically, a DNA sequence in which mouse antibody CDRs are ligated through framework regions (FRs) 
of a human antibody is amplified by PCR method using several oligonucleotides as primers which have been designed 
30 to have regions overlapping to the terminal regions of the CDRs and the FRs. The resulting DNA is ligaled to a DNA 
encoding a human antibody C-region, and the ligation product is integrated into an expression vector. The resulting 
recombinant expression vector is introduced into a host, thereby producing the humanized antibody (EP 239044, WO 
96/02576). 

[0066] The FRs of the human antibody ligated through the CDRs are selected so that the CDRs can form a suitable 
35 antigen binding site. If necessary, an amino acid(s) in the FRs of the antibody V-region may be replaced so that the 
CDRs of the reshaped human antibody can form a suitable antigen binding site (Sato, K. et al., Cancer Res. (1993) 
53, 851-856). 

[0067] The C-region of the chimeric or humanized antibody may be any human antibody C-region, such as C y 1 , C 
y2, C y3 or C y4 for the H-chain, and C k or CX for the L-chain. The human antibody C-region may be modified for 

40 the purpose of improving the stable production of the antibody. 

[0068] The chimeric antibody is composed of V-regions derived from a non-human mammalian antibody and C- 
regions derived from a human antibody. The humanized antibody is composed of CDRs derived from a non-human 
mammalian antibody and FRs and C-regions derived from a human antibody. The humanized antibody is useful as an 
active ingredient for the agent of the present invention, because the antigenicity of the antibody against a human body 

45 is reduced. 

[0069] A specific example of the humanized antibody usable in the present invention is humanized #23-57-137-1 
antibody; in which the CDRs are derived from mouse-derived #23-57-137-1 antibody; the L-chain is composed of the 
CDRs ligated through three FRs (FR1 , FR2 and FR3) derived from human antibody HSU 03868 (GEN-BANK, Deftos, 
M. et al., Scand. J. Immunol., 39, 95-103, 1994) and a FR (FR4) derived from human antibody S25755 (NBRF-PDB); 
so and the H-chain is composed of the CDRs ligated through FRs derived from human antibody S31679 (NBRF-PDB, 
Cuisinier, A. M. et al., Eur. J. Immunol, 23, 110-118, 1993) in which a part of the amino acid residues in the FRs is 
replaced so that the reshaped humanized antibody can exhibit an antigen-binding activity. 

[0070] The E. coli strains containing plasmids having DNA encoding the H-chain and the L-chain of the humanized 
#23-57-137-1 antibody are designated as Escherichia coli JM109 (hMBC1HcDNA/pUC19) (for H-chain) and Es- 
55 cherichia coli JM109 (hMBCILq a,/pUC19) (for L-chain), respectively. These strains were deposited under the terms 
of the Budapest Treaty on August 15, 1996 at the National Institute of Bioscience and Human-technology, Agency of 
Industrial Science and Technology, Japan (1-3, Higashi 1-chome, Tsukuba-shi, Ibaraki, Japan), under the accession 
No. FERMBP-5629 for Escherichia coli JM1 09 (hMBC1HcDNA/pUC1 9), and under the accession No. FERM BP-5630 
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for Escherichia coli JM109 (hMBCILq A/pUC19). 

5. Antibody variants 

s [0071 ] The antibody used in the present invention may be a fragment thereof or a modified form of the fragment, as 
long as it binds to PTHrP to inhibit the activity thereof. For example, the fragment of the antibody includes Fab, F(ab') 2 , 
Fv, or a single chain Fv (scFv) composed of a H-chain Fv fragment and a L-chain Fv fragment linked together through 
a suitable linker. Specifically, such antibody fragments can be produced by cleaving the antibody with an enzyme (e. 
g., papain, pepsin) into antibody fragments, or by constructing a gene encoding the antibody fragment and inserting 

'0 the gene into an expression vector and introducing the resulting recombinant expression vector into a suitable host 
cell, thereby expressing the antibody fragment (see, for example, Co, M. S., etal., J. Immunol. (1994), 152,2968-2976; 
Better, M. & Horwitz, A. H., Methods in Enzymology (1989), 178, 476-496, Academic Press, Inc.; Plueckthun, A. & 
Skerra, A., Methods in Enzymology (1989) 178, 476-496, Academic Press, Inc.; Lamoyi, E., Methods in Enzymology 
(1989)121,652-663; Rousseaux, J. etal., Methods in Enzymology (1989) 121 , 663-669; and Bird, R. E. etaLTIBTECH 

15 (1991) 9,132-137). 

[0072] A scFv can be produced by linking the H-chain V-region to the L-chain V-region through a linker, preferably 
a peptide linker (Huston, J. S. et al., Proc. Natl. Acad. Sci. USA(19B8) 85, 5879-5B83). The H-chain V-region and the 
L-chain V-region in thescFv may be derived from anyone of the antibodies described herein. The peptide linker which 
binds the V-regions may beany single chain peptide, for example, of 12-19 amino acid residues. 

20 [0073] The DNA encoding the scFv can be prepared by first amplifying a DNA encoding the H-chain V-region and a 
DNA encoding the L-chain V-region of the antibody separately using a DNA fragment encoding the entire region or a 
part of the H-chain that includes the V-region and a DNA fragment encoding the entire region or a part of the L-chain 
that includes the V-region as templates and primer pairs that define the terminal ends of the DNA fragments; and then 
amplifying a DNA encoding the peptide linker using a DNA fragment encoding the peptide linker as a template and a 

25 primer pair that define the terminal ends of the DNA fragment so that each terminal end of the peptide linker is ligated 
to the H-chain V-region and the L-chain V-region, respectively. 

[0074] Once the DNA encoding the scFv is prepared, an expression vector carrying the DNA and a host transformed 
with the expression vector can be prepared by conventional methods. The scFv can be produced from the transformed 
host by a conventional method. 
30 [0075] The fragments of the antibody may be produced by preparing genes for the fragments and expressing the 
genes in suitable hosts as described above. The antibody fragments is also encompassed in the "antibody" of the 
present invention. 

[0076] As a modified form of the above-mentioned antibodies, for example, anti-PTHrP antibody conjugated to any 
molecule (e.g., polyethylene glycol) may also be used. Such modified antibodies are also encompassed in the "anti- 
35 body" of the present invention. The modified antibodies can be prepared by chemical modifications of the antibodies. 
The chemical modification techniques suitable for this purpose have already been established in the art. 

6. Expression and production of recombinant antibody or modified antibody 

40 [0077] The antibody gene constructed as described above can be produced and expressed by known methods. For 
the expression in a mammalian cell, a conventional useful promoter, the antibody gene to be expressed and a poly(A) 
signal (located downstream to the 3' end of the antibody gene) are operably linked. For example, as the useful promoter/ 
enhancer system, a human cytomegalovirus immediate early promoter/enhancer system may be used. 
[0078] Other promoter/enhancer systems usable in the expression of the antibody used in the present invention 

45 include those derived from viruses (e.g., retrovirus, polyoma virus, adenovirus and simian virus 40 (SV40)) and those 
derived from mammalian cells (e.g., human elongation factor 1 a (HEF1a). 

[0079] When SV40 promoter/enhancer system is used, the gene expression may be performed readily by the method 
of Mulligan et al. (Nature (1979) 277, 108). When HEF1 a promoter/enhancer system is used, the gene expression 
may be performed readily by the method of Mizushima et al. (Nucleic Acids Res. (1 990) 1 8, 5322). 

so [0080] For the expression in E. coli, a conventional useful promoter, a signal sequence for secreting the antibody of 
interest and the antibody gene may be operably linked. As such a promoter, lacZ promoter or araB promoter may be 
used. When lacZ promoter is used, the gene expression maybe performed by the method of Ward etal. (Nature (1098) 
341, 544-546; FAS BE J. (1992) 6, 2422-2427). When araB promoter is used, the gene expression may be performed 
by the method of Better et al. (Better et al., Science (1988) 240, 1041-1043). 

55 [0081 ] Regarding the signal sequence for secretion of the antibody, when the antibody of interest is intended to be 
secreted in a periplasmic space of the E. coli, pelB signal sequence (Lei, S. P. et al., J. Bacteriol. (1987) 169, 4379) 
may be used. The antibody secreted into the periplasmic space is isolated and then refolded so that the antibody takes 
an appropriate configuration for use. 
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[0082] Regarding the replication origin, those derived from viruses (e.g., SV40, polyoma virus, adenovirus, bovine 
papilloma virus (BPV)) or the like may be used. In order to increase the gene copy number in the host cell system, the 
expression vector may further contain a selective marker gene, such as an aminoglycoside phosphotranferase (APH) 
gene, a thymidine kinase (TK) gene, an E. coli xanthine-guanine phosphoribosyltransferase (Ecogpt) gene and a di- 

s hydrofolate reductase (dhfr) gene. 

[0083] For the production of the antibody used in the present invention, any expression system such as eukaryotic 
and prokaryotic cell systems may be used. The eukaryotic celi includes established cell lines of animals (e.g., mammals, 
insects, molds and fungi, yeast). The prokaryotic cell includes bacterial cells such as E. coli cells. It is preferable that 
the antibody used in the present invention be expressed in a mammalian cell, such as a CHO, COS, myeloma, BHK, 

'0 Vera or HeLa cell. 

[0084] Next, the transformed host cell is cultured in vitro or in vivo to produce the antibody of interest. The culturing 
of the host cell may be performed by any known method. The culture medium usable herein may be DM EM, MEM, 
RPMI 1640 or IMDM medium. The culture medium may contain a serum supplement, such as fetal calf serum (FCS). 

is 7. Isolation and purification of antibody 

[0085] The antibody expressed and produced as described above may be isolated from the cells or the host animal 
body and purified to uniformity. The isolation and purification of the antibody used in the present invention may be 
performed on an affinity column. Examples of a protein A column include Hyper D, POROS and Sepharose F.F. (Phar- 
20 macia). The method is not particularly limited and other methods conventionally usedforthe isolation and purification 
of an antibody may also be employed. For example, various chromatographs using columns other than the above- 
mentioned affinity column, filtration, ultrafiltration, salting out and dialysis may be used singly or in combination to 
isolate and purify the antibody of interest (Antibodies A Laboratory Manual. Ed. Harlow, David Lane, Cold Spring Harbor 
Laboratory, 1988). 

25 

8. Determination of the activities of the antibody 

[0086] The determination of the antigen-binding activity (Antibodies A Laboratory Manual, Ed. Harlow, David Lane, 
Cold Spring Harbor Laboratory, 1988) or the inhibitory activity against a ligand receptor (Harada, A. et al.. International 

30 Immunology (1 993) 5, 681 -690) of Lhe antibody used in the present invention may be performed by any known methods. 
[0087] The method lor the determination of the antigen-binding activity of the anti-PTHrP antibody used in the present 
invention may be ELISA (enzyme-linked immunosorbent assay), EIA (enzyme immunoassay), RIA (radioimmu- 
noassay) or a fluorescent antibody. For example, when enzyme immunoassay is employed, a sample solution con- 
taining the anti-PTHrP antibody (e.g., a culture supernatant of anti-PTHrP antibody-producing cells, or the anti-PTHrP 

35 antibody in a purified form) is added to a plate on which PTHrP (1-34) is previously coated. A secondary antibody 
labeled with an enzyme (e.g., alkaline phosphatase) is further added to the plate. The plate is incubated and washed. 
Asubstrateforthe enzyme (e.g. , p-nitrophenylphosphoric acid) is added to the plate, and the absorbance of the solution 
in the plate is measured to evaluate the antigen-binding activity of the antibody. 

[0088] To confirm the activity of the antibody used in the present invention, a neutralizing activity of the antibody (e. 
40 g., anti-PTHrP antibody) may be determined. 

9. Routes for administration and pharmaceutical preparations 

[0089] The agent of the present invention can be used as a therapeutic agent for diseases caused by PTH or PTH rP ; 
45 a QOL improving agent alleviating symptoms of diseases caused by PTH or PTHrP; an improving agent for central 
nervous system diseases caused by PTH or PTHrP; an improving agent for diseases caused by PTH or PTHrP-cytokine 
cascade; a central nervous system regulator; and a cytokine network regulator etc. The agent of the present invention 
can be administered for any one or a plurality of the above uses. 

[0090] An agent containing the anti-PTHrP antibody of the present invention as an active ingredient may be admin- 
so istered orally or parenterally, but preferably parenterally. Specifically, the agent may be administered to a body as a 
whole or regionally, taking any dosage form, such as a transpulmonary agent (e.g., an agent administered with the 
help of a device such as a nebulizer), a nasogastric agent, atransdermicagent (e.g., ointment, cream) and an injection. 
Examples of an injection include an intravenous injection such as a drip, an intramuscular injection, an intraperitoneal 
injection and a subcutaneous injection. The route of administration may be properly selected depending on the age of 
55 a patient and the conditions of diseases. An effective single dose may be selected within the range from 0.001 to 1 ,000 
mg per kg of body weight. Alternatively, the dose to a patient may be selected within the range from 0.01 to 1 00,000 
mg/body, preferably 0.1 to 10,000 mg/body, more preferably 0.5 to 1,000 mg/body, and further more preferably 1 to 
1 0Omg/body. However, the dose of the agent comprising the anti-PTHrP antibody of the present invention is not par- 
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ticularly limited to these ranges. 

[0091 ] The agent may be administered to a patient at any stage, including before or after the development of disease 

or symptoms, or may also be administered at a stage when body weight reduction is predicted in a patient. 

[0092] The agent comprising the anti-PTHrP antibody as an active ingredient of the present invention may be for- 

s mulated by any conventional method (Remington's Pharmaceutical Science, latest edition, Mark Publishing Company, 
Easton, USA). The preparation may further comprise pharmaceutical^ acceptable carriers and additives. 
[0093] Examples of such carriers and additives include water, pharmaceutically acceptable organic solvents, colla- 
gen, polyvinyl alcohol, polyvinyl pyrrolidone, carboxyvinyl polymer, sodium carboxymethyl cellulose, poly(sodium acr- 
ylate), sodium arginate, water soluble dextran, sodium carboxymethyl starch, pectin, methyl cellulose, ethyl cellulose, 

'0 xanthane gum, gum arabic, casein, agar, polyethylene glycol, diglycerin, glycerin, propylene glycol, vaseline, paraffin, 
stearyl alcohol, stearic acid, human serum albumin (HSA), mannitol, sorbitol, lactose, and surfactants acceptable as 
pharmaceutical additives. 

[0094] In the practical use, the additive is properly selected from the above members either singly or in combination 
depending on (without limitation) the dosage form of the agent of the present invention employed. For example, for 
is use as an injectable form, the anti-PTHrP antibody of the purified form is dissolved in a solvent (e.g., physiological 
saline, a buffer, a grape sugar solution) and then an adsorption-preventing agent (e.g.,Tween 80, Tween 20, a gelatin, 
human serum albumin) is added thereto. The therapeutic agent of the present invention may also be in a re-constitutable 
freeze-dried form, which is dissolved before use. For the formulation of the freeze-dried dosage form, an excipient 
such as a sugar alcohol (e.g., mannitol, grape sugar) or a sugar may be incorporated. 

20 

BRIEF DESCRIPTION OF DRAWINGS 
[0095] 

25 Fig. 1 is a figure showing effect of a humanized anti-PTHrP antibody on blood vasopressin level in high PTHrP- 

related hypercalcemia model rats. 

Fig. 2 is a figure showing effect of a humanized anti-PTHrP antibody on urine volume in high PTHrP-related hy- 
percalcemia model rats. 

30 

Fig. 3 is a figure showing life-prolonging effect of a humanized anti-PTHrP antibody in septicemia model rats. 

Fig, 4 is a figure showing the results of pharmacological study of a humanized anti-PTHrP antibody and alendronate 
in high PTHrP-related hypercalcemia model rats. 

35 

Fig, 5 is a figure showing effect of a humanized anti-PTHrP antibody on amount of autonomic movement in high 
PTHrP-related hypercalcemia model rats. 

BEST MODE FOR CARRYING OUT THE INVENTION 

40 

[0096] The present invention is further described in the following examples. However, the examples are provided for 
illustrative purposes only, and are not intended to limit the scope of the invention. 

[EXAMPLE 1] 

45 

Low vasopressin level improving effect by anti-PTHrP antibody 

[0097] A living organism has control mechanisms for maintaining various electrolytes in body fluid at their optimum 
levels in order to control its body water content. Vasopressin (alias: antidiuretic hormone (ADH), one kind of posterior 
so pituitary hormones) is known as a hormone controlling metabolism of electrolyte and water. Further, various types of 
diseases caused by disorder of this hormone are also known. Examples of such diseases include posterior pituitary 
gland hypergasia (diabetes insipidus) and vasopressin secretion abnormality etc. 

[0098] Among these symptoms, polydipsia, polyuria and mouth dryness etc. are particularly characteristic clinical 
symptoms. PTHrP is known as a causal substance for humoral hypercalcemia of malignancy (HHM). The onset mech- 
55 anism of HHM, which is caused by PTHrP produced by malignancy, relates to promotion of bone resorption and pro- 
motion of calcium resorption in the kidneys. It is known that, once hypercalcemia develops, polyuria caused by vaso- 
pressin adiaphoria or dehydration relative to anorexia, vomitation and nausea caused by the disease itself occurs, and 
thereby hypercalcemia being more promoted. 



10 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (i) - Page 1 1 of 92 



EP1 197 225 A1 

(1) Purpose: 

[0099] Using a human high PTHrP-related hypercalcemia model animal, human tumor inoculated nude rat model, 
the effect of a humanized anti-PTHrP monoclonal antibody on blood vasopressin level and urine volume in the model 
s animal was examined. 

(2) Methods: 

[0100] As a model animal, a nude rat implanted with human large cell lung carcinoma LC-6 [purchased from the 

'0 Central Institute for Experimental Animals] was used. It is known that a nude rat implanted with human large cell lung 
carcinoma LC-6 shows increased blood calcium level along with production of PTHrP as tumor volume increases, and 
develops loss of body weight and so on. The blood vasopressin level in this human high PTHrP-related hypercalcemia 
model animal was measured, and the value was compared with that of a normal rat. Further, the effect of a humanized 
anti-PTHrP monoclonal antibody on blood vasopressin level was analyzed. Furthermore, urine volume was measured 

is and the effect of a humanized anti-PTHrP monoclonal antibody on urine volume was also analyzed. 

[0101] Preparation and grouping of human high PTHrP-related hypercalcemia model animals were carried out as 
follows. Using a BALB/c-nu/nu nude mouse (CLEA Japan, Inc.), in vivo transplanted human large cell lung carcinoma 
LC-6 was removed from the nude mouse, and then finely cut into 3-mm cubic blocks. The resulting tumor blocks were 
subcutaneously implanted into each of the rats at the lateral region at a ratio of one piece per mouse. As rats, 5-weeks- 

20 old male F344/N Jcl-rnu nude rats (CLEA Japan, Inc.) were purchased and acclimatized for 1 week. The resulting 
6-weeks-old rats were implanted with the tumor blocks, and about a month and a half after the implantation, the rats 
with increased blood calcium levels and reduced body weights were used as human high PTHrP-related hypercalcemia 
model animals for evaluation of drug efficacy. Using blood calcium level and body weight as indicators, the rats were 
divided into groups so that blood calcium levels and body weights of the rats in the individual groups were averaged. 

25 [0102] In experiments regarding vasopressin level measurement, 3mg/kg humanized anti-PTHrP monoclonal anti- 
body were administered to human high PTHrP-related hypercalcemia model animals prepared and divided into groups 
by the above method via caudal vein once a week, that is, on the day 0, 7, 14, 21, 28 and 35. Alendronate was 
administered to the model animals via caudal vein twice a week, that is, on the day 0, 3, 7, 1 0, 1 4, 1 7, 21 , 24, 28, 31 , 
35 and 38 at a dose level of 2.5 mg/kg. As a control, phosphate buffered saline (PBS) was administered to each of 

30 another group of the model animals via caudal vein on the day 0, 7, 14, 21 , 28 and 35. Where an implanted tumor 
block was clearly decidualed during Ihe experiment period, it was eliminated from counting of results. 
[0103] For the measurement of blood vasopressin level, blood plasma was collected from descending aorta and 
separated with EDTA. Since data of individuals whose implanted tumor was clearly deciduated when the blood was 
collected was eliminated from counting, the number of each group at the time of blood collection was: 12 rats in a 

35 humanized anti-PTHrP monoclonal antibody administration group, 3 rats in an alendronate administration group, 8 rats 
in phosphate buffered saline (PBS) administration group and 5 rats in a normal rat group. The measurement was 
carried out by RIA method using blood plasma. 

[0104] In experiments regarding urine volume measurement, 3mg/kg humanized anti-PTHrP monoclonal antibody 
or 5mg/kg alendronate were administered to human high PTHrP-related hypercalcemia model animals prepared and 
40 divided into groups by the above method via caudal vein. As a control, phosphate buffered saline (PBS) was admin- 
istered to the model animals via caudal vein. On the morning of the day 13 to the morning of the day 14 after admin- 
istration, urine was collected over 24 hours, and then weight and specific gravity were measured to calculate urine 
volume, 

45 (3) Results: 

[0105] It was found that blood vasopressin level was reduced in human high PTHrP-related hypercalcemia model 
animals. A humanized monoclonal antibody improved the reduced blood vasopressin level in human high PTHrP- 
related hypercalcemia model animals (Figure 1). Furthermore, it was also found that the humanized monoclonal anti- 
50 body has an effect of improving the state of polyuria in human high PTHrP-related hypercalcemia model animals (Figure 
2). From these results, it turned out that a humanized anti-PTHrP monoclonal antibody effects recovery from dehydra- 
tion by means of normalization of blood vasopressin level. 

[EXAMPLE 2] Life-prolonging effect of anti-PTHrP antibody in septicemia model animals Possibility of humanized 
55 anti-PTHrP monoclonal antibody as therapeutic agent for septicemia (a therapeutic agent for septicemia) 

[0106] Septicemia (sepsis) is state wherein microorganisms such as bacteria and fungus, and metabolites thereof 
continuously spread from an in vivo infectious focus via the circulating blood. Clinical symptoms of this disease are 
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fever ague, shaking chill, tachycardia and consciousness disorder etc. , and after the progression of the disease, it 
results in septic shock and combines with disorders of various organs such as circulatory failure, disseminated intra- 
vascular coagulation syndrome (DIC), adult respiratory distress syndrome (ARDS) and multiple organ failure (MOF) 
etc., and this disease still shows a high mortality rate. 

s [0107] Triggered by endotoxin derived from bacteria, these various clinical symptoms are developed by progression 
of a series of reactions, what is known as septicemia cascade. It is known that, above all, the fatty portion of endotoxin 
constituting cell wall of Gram-negative bacteria (LPS: lipopolysaccharide) has a strong physiological action. In recent 
years, septicemia has been clarified at the cytokine level, and it has been found that, in septic shock caused by LPS, 
cytokines such as IL-1 , IL-6, IL-8 and IFN y increase in serum. 

'0 [0108] Moreover, Funketal. has reported that, when a large amount of LPS is administered to a mouse, a parathyroid 
hormone-related peptide (PTHrP) is produced and induced, while various types of cytokines are produced and induced. 
Still more, it has been reported that life-prolonging effect can be obtained when a goat anti-PTHrP antibody and a 
rabbit anti-PTHrP antibody are administered to this model (Mol Med 2, 204, 1996). 

[0109] Establishing life-prolonging effect as an indicator, a retest was performed to examine whether the same effect 
is can be obtained by a humanized anti-PTHrP monoclonal antibody, and the adaptability of the humanized anti-PTHrP 
monoclonal antibody as a therapeutic agent for septicemia. 

Effect of humanized anti-PTHrP monoclonal antibody against septicemia model animals 
20 (1) Purpose: 

[0110] Effect of a humanized anti-PTHrP monoclonal antibody on model animals with septicemia induced by LPS 
was analyzed to expand adaptability of this antibody. 

25 (2) Methods: 

[0111] According to the method of Funk et al., this experiment was carried out. 

1. As model animals, 6-week-old normal Jcl:ICR mice (CLEA Japan, Inc.) which were acclimatized for 1 week 
30 were used , and septicemia-developed mice were prepared by administration of LPS. Each of 700, 800 and 900 

u,g/mouse LPS (E. coli 055 : B5 (Difco)) was intraperitoneal^ administered to mice (n=3), and conditions until death 
were observed over time. 800 u.g/mouse LPS was selected as a dose with which 80% or more mice die over 48 
hours. 

35 2. Evaluation of drug efficacy of a humanized anti-PTHrP monoclonal antibody (an antibody comprising, as an L- 

chain, version q described later) was performed by the following method. Concurrently with (concurrent adminis- 
tration group : n=12) or at 1 hour after (prior administration group : n=13) the administration of 1 ,000u.g/mouse 
humanized anti-PTHrP monoclonal antibody to mice via caudal vein, 800 ng/mouse LPS was intraperitoneally 
administered thereto (n=13). The succeeding conditions to death were observed with time (0 to 72 hours), and 

40 life-prolonging effect in a humanized anti-PTHrP monoclonal antibody was analyzed by making a comparison 

between a group to which the antibody was administered and a control group. 

(3) Results: 

45 [0112] A large number of mice died at 36 hours after administration of LPS in all groups. Survival rate after 48 hours 
was 15.4% in a control group, 33.3% in a concurrent administration group and 30.8% in a prior administration group, 
then after 72 hours, 7.7% in a control group, 25.0% in a concurrent administration group and 30.8% in a prior admin- 
istration group. This result shows that the concurrent or prior administration of a humanized anti-PTHrP monoclonal 
antibody brought about a life-prolonging effect in LPS-induced septicemia model animals (Figure 3). Accordingly, it 

so was suggested that a humanized anti-PTHrP monoclonal antibody is useful as a therapeutic agent for septicemia. 

[EXAMPLE 3] 

QOL improving effect of anti-PTHrP antibody in human high PTHrP-related hypercalcemia model animals 

55 

[0113] The present inventors had already found that a humanized anti-PTHrP antibody shows not only reduction of 
blood calcium level but also significant rebound of body weight, increase of amount of autonomic movement and in- 
crease of food consumption in human high PTHrP-related hypercalcemia model animals (Japanese Patent Application 
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Laying-Open (kokai) No. 11-92500). There remains some doubt whether the improving effect of QOL parameters such 
as body weight, amount of autonomic movement and food consumption is provided by improving or corrected to a 
normal value, blood calcium level, or whether it depends on factors otherthan stated above. Thus, the present inventors 
have analyzed the relation between reduction of blood calcium level and increase of body weight, amount of autonomic 

s movement, and food and water consumption. As a brief explanation of the experiment, high PTHrP-related hypercal- 
cemia model animals were prepared by subcutaneously implanting a PTHrP-producing tumor, human large cell lung 
carcinoma LC-6, to rats. After that, 3mg/kg humanized anti-PTHrP monoclonal antibody were intravenously adminis- 
tered to the thus prepared model animals. As a control group, 5mg/kg alendronate (a bisphosphonate formulation) 
were intravenously administered (a single administration). Then, blood ionized calcium (iCa) level, body weight, food 

'0 and water consumption of the animals were measured. From results of parameters obtained from this experiment, an 
accumulated value (an area calculated from a graph, setting the stalling point of agent administration starting point as 
0 level). Regarding body weight, however, the value was directly used. The graph was prepared, setting the accumu- 
lated value of blood calcium level reduction at a horizontal axis and the accumulated value of various parameters at 
a vertical axis. 5mg/kg alendronate were administered as a control agent. The results are shown below. It was found 

is that, in all of the parameters in comparison with reduction of blood calcium level, the gradient of a line obtained regarding 
a humanized anti-PTHrP antibody differs from that obtained regarding alendronate (Figure 4A, B, C and D). Especially 
regarding amount of autonomic movement (Figure 4B) and water consumption (Figure 4D), the sign (positive and 
negative) of the line was reversed. This result suggests that, in respect of reduction of blood calcium level, a humanized 
anti-PTHrP antibody provides a much higher QOL improving effect than alendronate (a bisphosphonate formulation). 

20 Accordingly, it was suggested that PTHrP is not only a causal substance of humoral hypercalcemia of malignancy, but 
also a cause of malignancy-associated syndrome by means of a mechanism other than calcium. 
[0114] Moreover, it became clear that an anti-PHTrP antibody has a significantly higher QOL improving effect than 
the existing therapeutic agents for hypercalcemia. 

25 [EXAMPLE 4] 

(1) Purpose: 

[0115] The effect of a humanized anti-PTHrP monoclonal antibody on autonomic movement of high PTHrP-related 
30 hypercalcemia model animals was examined. 

(2) Methods: 

[0116] High PTHrP-related hypercalcemia model animals were prepared by subcutaneously implanting a PTHrP- 
35 producing tumor, human large cell lung carcinoma LC-6, to nude rats. After that, PBS (control) or 5mg/kg humanized 
anti-PTHrP monoclonal antibody were intravenously administered to the thus prepared model animals (a single ad- 
ministration). Amount of autonomic movement of rats was measured by placing each rat in an individual cage and 
using an amount of autonomic movement counting device, ANIMEX, counting the frequency. A count was performed 
on the day 1 , 3 and 5 after administration for PBS-administered individuals, and on the day 0 (a pre-administration 
40 value), 2, 4 and 6 days for antibody-administered individuals. The count period was for 12 hours, from 7:00PM to 7: 
00AM the following morning. 

(3) Results: 

45 [0117] Results were obtained by counting every hour. It is known that autonomic movement patterns of a normal rat 
has a periodic rhythm. It was found that periodicity of autonomic movement can be observed, but the pattern is irregular 
in the present high PTHrP-related hypercalcemia models (from results of PBS-administered individuals). In contrast, 
in antibody-administered individuals, it was found that periodic pattern of the autonomic movement becomes notable 
in conjunction with increase of the autonomic movement (Figure 5). 

50 

(4) Consideration: 

[0118] Autonomic movement, in particular, periodicity of the movement etc. is controlled by motor nerve etc. in the 
central nerve system. In high PTHrP-related hypercalcemia models subjected to the present experiment, not only 
55 reduction of amount of movement but also disorder of the periodicity was observed, and effect of high PTHrP-related 
hypercalcemia on the central nerve system was assumed. From the result that the periodicity of autonomic movement 
became notable as a result of administration of a humanized monoclonal antibody, it was found that this antibody has 
an effect of improving the effect of high PTHrP-related hypercalcemia on central nerve system. 
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[CONSIDERATION] 

1 . Syndromes associated with malignancy 

s [0119] Examples of syndromes associated with malignancy include digestive system disorders (e.g. diarrhea, vom- 
iturition and nausea), proteometabolism abnormality (e.g. hypoalbuminemia), saccharometabolism abnormality (e.g. 
reduction of glucose tolerance and reduction of insulin secretion), lipid metabolism abnormality (e.g. hyperlipidemia 
and reduction of serum lipoprotein lipase ability), anorexia, hematological abnormality (e.g. anemia, thrombosis and 
DIC syndrome), electrolyte abnormality (e.g. hyponatremia, hypokalemia and hypercalcemia), immunodeficiency (e. 

'0 g. infection disease), pain. The mechanism of onset of these syndromes associated with malignancy has not been 
clarified, but many of the symptoms of humoral hypercalcemia of malignancy overlap. As shown in the above Examples, 
when neutralizing antibody of PTHrP, a causal substance of hypercalcemia, is administered to model animals devel- 
oping humoral hypercalcemia of malignancy, there can be observed improvements of symptoms such as not only 
normalization of blood calcium level but also increase in amount of movement, increase of food and water consumption, 

is improvement of polyuria and normalization of vasopressin. As shown in Figure 4, it can hardly be explained that these 
improving effects are only the secondary effects by reduction (normalization) of blood calcium level, but it can be said 
that these effects are characteristic and specific functions attributable to PTHrP antagonists such as an anti-PTHrP 
antibody irrespective of the effect of normalization of blood calcium level. From the above results, PTHrP is considered 
to be a causal substance of syndromes associated with malignancy, and various symptoms of the syndromes are 

20 considered to be provoked by means of a PTH/PTHrP receptor expressing in various organs. Therefore, it is considered 
that an active substance blocking a signal to a PTH/PTHrP receptor improves symptoms of syndromes associated 
with malignancy. 

2. QOL improving agent 

25 

[0120] Various symptoms observed in syndromes associated with malignancy, humoral hypercalcemia of malignan- 
cy, primary hyperparathyroidism and secondary hyperparathyroidism, that is, symptoms such as digestive system dis- 
orders (e.g. diarrhea, vomiturition and nausea), proteometabolism abnormality (e.g. hypoalbuminemia), saccharome- 
tabolism abnormalily (e.g. reduction of glucose tolerance and reduction of insulin secretion), lipid metabolism abnor- 

30 mality (e.g. hyperlipidemia and reduction of serum lipoprotein lipase ability), anorexia, hematological abnormality (e. 
g. anemia, thrombosis and DIC syndrome), electrolyte abnormality (e.g. hyponatremia, hypokalemia and hypercal- 
cemia), immunodeficiency (e.g. infection disease), and pain, significantly reduce QOL of a patient. It has been clarified 
that, among the above diseases, PTH or PTHrP acts as a causal substance in humoral hypercalcemia of malignancy, 
primary hyperparathyroidism and secondary hyperparathyroidism. 

35 [0121] As described in "1 . Syndromes associated with malignancy", when neutralizing antibody of PTHrP is admin- 
istered to model animals developing humoral hypercalcemia of malignancy, there can be observed improvements of 
symptoms such as not only normalization of blood calcium level but also increase of amount of movement, increase 
of food and water consumption, improvement of polyuria and normalization of vasopressin. From the above results, 
PTHrP is considered to be a causal substance of syndromes associated with malignancy, and various symptoms of 

40 the syndromes are considered to be provoked by means of a PTH/PTHrP receptor expressing in various organs. 
Therefore, it is considered that an active substance blocking a signal to a PTH/PTHrP receptor improves the reduction 
of QOL in diseases such as syndromes associated with malignancy, humoral hypercalcemia of malignancy primary 
hyperparathyroidism and secondary hyperparathyroidism. 

45 3. Central nerve system 

[0122] In syndromes associated with malignancy, humoral hypercalcemia of malignancy, primary hyperparathy- 
roidism and secondary hyperparathyroidism, actions towards central nerve such as anorexia, mouth dryness and re- 
duction of amount of movement can be observed. As stated above, improvements of symptoms such as increase of 
so amount of movement, increase of food and water consumption, improvement of polyuria, normalization of vasopressin 
can be observed by administration of neutralizing antibody of PTHrP. Accordingly, PTHrP is considered as a causal 
substance of symptoms caused by central nerve, and these symptoms are considered to be provoked by means of a 
PTH/PTHrP receptor expressing in central nerve system. Therefore, an active substance blocking a signal to a PTH/ 
PTHrP receptor is considered to improve symptoms caused by central nerve. Examples of central nerve system dis- 
ss eases include dyssomnia, neuropathy (e.g. schizophrenia, manic-depressive psychosis, neurosis and psychophysio- 
logic disorder), nervous symptom (e.g. vomiting, nausea, mouth dryness, anorexia and vertigo), brain metabolism 
abnormality, cerebral circulation abnormality, autonomic imbalance, and endocrine system abnormality with which cen- 
tral nervous system is associated, etc. PTHrP and a PTH/PTHrP receptor express in central nerve system (CNS), but 



14 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (i) - Page 15 of 92 



EP 1 197 225 A1 

functions thereof have hardly been clarified yet. When localization of PTHrP mRNA in a rat brain was analyzed by in 
situ hybridization, it was found that the mRNA existed in the hippocampus, the granular cell layer of cerebellum, cerebral 
cortex and hypothalamus (Weaver et al., Mol Brain Res 28:296-301, 1995; Weir et al., Proc Natl Acad Sci USA 87: 
108-112, 1990). 

s [0123] Moreover, the distribution of PTH/PTHrP receptor in rat brain matches with the distribution of PTHrP, and so 
it is assumed that PTHrP acts as a local autocrine/paracrine factor in central nervous system (CNS). An experiment 
regarding binding of PTH to a cell membrane fraction prepared from each site of rat brain teaches the order of binding 
strength as hypothalamus, cerebellum and cerebral cortex (Harvey etal., Peptides 14:1187-1191 , 1993). Furthermore, 
it has been reported that arginine vasopressin (AVP) is released by PTHrP (1 -34) stimulation of rat supraoptic nucleus 
'0 (SON) slices, and that there is a possibility that PTHrP involves in homeostasis of in vivo water or electrolyte (Yamamoto 
et al., Endocrinology 139:383-388, 1998, Yamamoto et al., Endocrinology 138:2066-2072, 1997). Thus, the facts that 
PTHrP and a PTH/PTHrP receptor are widely distributed in brain and that there are common nervous symptoms and 
symptoms among the above diseases, suggest involvement of PTH or PTHrP as an onset cause of some of central 
nervous system diseases. Therefore, an active substance blocking a signal from PTH/PTHrP to the receptor is con- 
's sidered to improve central nervous system diseases. 

4. Cytokine cascade 

[0124] As stated above, as reports suggesting the possibility of crosstalk between PTH or PTHrP and cytokine, the 
20 following reports are known: 

1) The values of IL-6 and TNF-cx are high in a patient of primary hyperparathyroidism caused by high value of PTH 
(Grey A. et al., J Clin Endocrinol Metab 81 :3450-5, 1996) 

2) When osteoblasts are stimulated by PTH or PTHrP in an in vitro system, expression of IL-6 and LIF is promoted 
25 (Pollock JH. et al., J Bone Miner Res 11 :754-9, 1996) 

3) A series of experiments with synovial cells showed that production of IL-6 is accentuated by stimulation with 
PTHrP. and that TNF-a and IL-1(1 promote expression of PTHrP, and it was found that PTHrP is a member of pro- 
inflammatory cytokine cascade (FunkJL. etal., Endocrinology 138:2665-73, 1997; Funk JL. etal., J Clin Invest 
101:1362-71, 1998) 

30 4) In cultured human vascular endothelial cells also, TNF-a and IL-1 p promote expression of PTHrP (Biochem 

Biophys ResCommun 249:339-343, 1998) 

[0125] Moreover, it is known that not only generation of various cytokines but also that of PTHrP is induced in LPS- 
induced septicemia models. As shown in Examples, a neutralizing antibody of PTHrP has a life-prolonging effect in 

35 LPS-induced septicemia models. 

[0126] Thus, PTH or PTHrP-cytokine cascade caused by induction of cytokine by PTHrP or induction of PTHrP by 
cytokine is considered to be involved in onset of pathology. Furthermore, since a life-prolonging effect was observed 
in LPS-induced septicemia models by blocking a cytokine-production inducing signal by PTHrP in various organs, an 
active substance blocking a signal from PTH/PTHrP to the receptor can be a therapeutic agent for septicemia, cachexia, 

40 inflammation, hemopathy such as hematopoietic system abnormality and leukaemia, calcium metabolism abnormality, 
and autoimmune disease such as rheumatism. 

[REFERENCE EXAMPLE 1] 

45 Preparation of hybridomas producing anti-PTHrP (1-34) mouse monoclonal antibody 

[0127] Hybridomas capable of producing a monoclonal antibody against human PTHrP (1-34) (SEQ ID NO: 75), 
#23-57-154 and #23-57-137-1 , were prepared as follows (see Sato, K. et al., J. Bone Miner. Res. 8, 849-860, 1993). 
The amino acid sequence of the human PTHrP (1-34) is shown in SEQ ID NO:75. 

so [0128] For use as an immunogen, PTHrP (1-34) (Peninsula) was conjugated with a carrier protein thyroglobulin using 
carbodiimide (Dojinn). The thycloglobulin-conjugated PTHrP (1-34) was dialyzed to obtain a solution having a protein 
concentration of 2 |xg/ml. The resulting solution was mixed with Freund's adjuvant (Difco) at a mixing ratio of 1 :1 to 
give an emulsion. This emulsion was injected to 16 female BALB/C mice 11 times subcutaneously at the back or 
intraperitoneally at a dose level of 100 u,g/mouse for each injection, thereby immunizing the mice. For the priming 

55 immunization, Freund's complete adjuvant was used; while for the boosting immunization, Freund's incomplete adju- 
vant was used. 

[0129] Each of the immunized mice was determined for its antibody titer in the serum in the following manner. That 
is, each of the mice was blood-drawn via its tail vein, and the anti-serum is separated from the blood. The anti-serum 
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was diluted with a RIA buffer and mixed with 125 l-labeled PTHrP (1-34) to determine binding activity. The mice that 
were confirmed to have a sufficiently increased titer were injected with PTHrP (1 -34) without a carrier protein intraperi- 
toneally at a dose level of 50 u,g/mouse for the final immunization. 

[0130] Three days after the final immunization, the mouse is sacrificed and the spleen was removed therefrom. The 
s spleen cells were subjected to cell fusion with mouse myeloma cell line P3x63Ag8U.1 in accordance with a conventional 
known method using 50% polyethylene glycol 4000. The fused cells thus prepared were seeded to each well of eighty- 
five 96-well plates at a density of 2 x 1 0 4 /well. Hybridomas were screened in HAT medium as follows. 
[0131] The screening of hybridomas was performed by determining the presence of PTHrP-recognition antibodies 
in the culture supernatant of the wells in which cell growth had been observed in HAT medium, by solid phase RIA 
'0 method. The hybridomas were collected from the wells in which binding ability to the PTHrP-recognition antibodies 
had been confirmed. The hybridomas thus obtained was suspended into RPMI-1640 medium containing 15% FCS 
supplemented with OPI-supplement (Sigma), followed by unification of the hybridomas by limiting dilution method. 
Thus, two types of hybridoma clones, #23-57-154 and #23-57-137-1, could be obtained, both which had a high binding 
ability to PTHrP (1-34). 

is [0132] Hybridoma clone #23-57-137-1 was designated as "mouse-mouse hybridoma #23-57-137-1", and has been 
deposited under the terms of the Budapest Treaty on August 15, 1996 at the National Institute of Bioscience and 
Human-technology, Agency of Industrial Science and Technology, Japan (1-3, Higashi 1-chome, Tsukuba-shi, Ibaraki, 
Japan) under the accession No. FERM BP-5631. 

20 [REFERENCE EXAMPLE 2] 

Cloning of DNAs encoding V-regions of mouse monoclonal antibody against human PTHrP (1-34) 

[0133] Cloning of DNAs encoding the V-regions of a mouse monoclonal antibody against human PTHrP (1-34), 
25 #23-57-137-1 , was performed in the following manner. 

(1) Preparation of mRNA 

[0134] mRNA from hybridoma #23-57-137-1 was prepared using Quick Prep mRNA Purification Kit (Pharmacia Bi- 
30 otech). That is, cells of hybridoma #23-57-137-1 were fully homogenized with an extraction buffer, and mRNA was 
isolated and purified therefrom on an oligo(dT)-Cellulose Spun Column in accordance with the instructions included in 
the kit. The resulting solution was subjected to ethanol precipitation to obtain the mRNA as a precipitate. The mRNA 
precipitate was dissolved in an elution buffer. 

35 (2) Production and amplification of cDNA for gene encoding mouse H-chain V-region 

(i) Cloning of cDNA for #23-57-1 37-1 antibody H-chain V-region 

[0135] A gene encoding H-chain V-region of the mouse monoclonal antibody against human PTHrP was cloned by 
40 5'-RACE method (Frohman, M A. et al., Proc. Natl. Acad. Sci. USA, 85, 8998-9002, 1988; Belyavsky, A. etal., Nucleic 
Acids Res. 17, 2919-2932, 1989). The 5'-RACE method was performed using 5'-Ampli FINDER RACE Kit 
(CLONETECH) in accordance with the instructions included in the kit. In this method, the primer used for synthesis of 
cDNA was MHC2 primer (SEQ ID NO: 1) which is capable of hybridizing to mouse H-chain C-region. The above- 
prepared mRNA (about 2 jig), which was a template for the cDNA synthesis, was mixed with MHC2 primer (1 0 pmoles). 
45 The resulting mixture was reacted with a reverse transcriptase at 52° C for 30 minuets to effect the reverse transcription 
of the mRNA into cDNA. 

[0136] The resulting reaction solution was added with 6N NaOH to hydrolyze any RNA remaining therein (at 65° C 
for 30 min.) and then subjected to ethanol precipitation to isolate and purify the cDNA as a precipitate. The purified 
cDNA was ligated to Ampli FINDER Anchor (SEQ ID NO: 42) at the 5' end by reacting with T4 RNA ligase at 37° C for 
so 6 hours and additionally at room temperature for 1 6 hours. As the primers for amplification of the cDNA by PCR method, 
Anchor primer (SEQ ID NO: 2) and MHC-G1 primer (SEQ ID NO: 3) (ST. Jones, et al., Biotechnology, 9, 88, 1991) 
were used. 

[0137] The PCR solution comprised (per50u.l) 10 mM Tris-HCI (pH 8.3), 50 mM KCI, 0.25 mM dNTPs (dATP, dGTP, 
dCTP dTTP), 1 .5 mM MgCI 2 , 2.5 units of TaKaRa Taq (Takara Shuzo Co., Ltd.), 1 0 pmoles Anchor primer, and 1 uJ of 
55 the reaction mixture of the cDNA to which MHC-G1 primer and Ampli FINDER Anchor primer had been ligated, over 
which mineral oil (50 u.l) was layered. The PCR was performed on Thermal Cycler Model 480J (Perkin Elmer) for 30 
cycles under the conditions: 94° C for 45 sec; 60° C for 45 sec; and 72° Cfor2 min. 
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(ii) Cloning of cDNA for #23-57-1 37-1 antibody L-chain V-region 

[0138] A gene encoding L-chain V-region of the mouse monoclonal antibody against human PTHrP was cloned by 
5'-RACE method (Frohman, M. A. et al., Proc. Natl. Acad. Sci. USA, 85, 8998-9002, 1988; Belyavsky, A. etal., Nucleic 

s Acids Res. 1 7, 291 9-2932, 1 989). The 5'-RACE method was performed using 5'-Ampli Finder RACE Kit (CLONETECH) 
in accordance with the instructions included in the kit. In this method, oligo-dT primer was used as the primer for 
synthesizing cDNA. The above-prepared mRNA (about 2 u.g), which was a template for the cDNA synthesis, was mixed 
with oligo-dT primer. The resulting mixture was reacted with a reverse transcriptase at 52° C for 30 min, to effect the 
reverse transcription of the mRNA into cDNA. The resulting reaction solution was added with 6N NaOH to hydrolyze 

'0 any RNA remaining therein (at 65° C for 30 min.). The resulting solution was subjected to ethanol precipitation to isolate 
and purified the cDNA as a precipitate. The cDNA thus synthesized was ligated to Ampli FINDER Anchor at the 5' end 
by reacting with T4 RNA ligase at 37° C for 6 hours and additionally at room temperature for 1 6 hours. 
[0139] A PCR primer MLC (SEQ ID NO: 4) was designed based on the conserved sequence of mouse L-chain X 
chain C-region and then synthesized using 394 DNA/RNA Synthesizer (ABI). The PCR solution comprised (per 100 

15 u.l) 10 mM Tris-HCI (pH 8.3), 50 mM KCI, 0.25 mM dNTPs (dATP, dGTP, dCTP, dTTP). 1 .5 mM MgCI 2 , 2.5 units of 
AmpliTaq (PERKIN ELMER), 50pmoles of Anchor primer (SEQ ID NO: 2), and 1 ill of the reaction mixture of the cDNA 
to which MLC (SEQ ID NO: 4) and Ampli FINDER Anchor were ligated, over which mineral oil (50 uJ) was layered. The 
PCR reaction was performed on Thermal Cycler Model 480J (Perkin Elmer) for 35 cycles under the conditions: 94° C 
for 45 sec; 60° C for 45 sec; and 72° Cfor2 min. 

20 

(3) Purification and fragmentation of PCR products 

[0140] Each of the DNA fragments amplified by PCR method described above was separated by agarose gel elec- 
trophoresis on a 3% Nu Sieve GTG agarose (FMC Bio. Products). For each of the H-chain V-region and the L-chain 

25 V-region, an agarose gel segment containing a DNA fragment of about 550 bp was excised from the gel. Each of the 
gel segments was subjected to purification of the DNA fragment of interest using GENECLEAN II Kit (BIO101) in 
accordance with the instructions included in the kit. The purified DNA was precipitated with ethanol. and the DNA 
precipitate was dissolved in 20 ,ul of a solution containing 10 mM Tris-HCI(pH 7.4) and 1 mM EDTA. An aliquot (1 u,l) 
of the DNA solution was digested with a restriction enzyme Xmal (New England Biolabs) at 37° Cfor 1 hour and further 

30 digested with a restriction enzyme EcoRI (Takara Shuzo Co., Ltd.) at 37° C for 1 hour. The digestion solution was 
extracted with phenol and chloroform and then precipitated with ethanol to collect the DNA. 

[01 41 ] I n this manner, two DNA fragments containing a gene encoding mouse H-chain V-region and a gene encoding 
mouse L-chain V-region, respectively, were obtained, both which had an EcoRI recognition sequence on the 5' end 
and an Xmal recognition sequence on the 3' end. 

35 [0142] The EcoRI-Xmal DNA fragments containing a gene encoding mouse H-chain V-region and a gene encoding 
mouse L-chain V-region, respectively, were separately ligeted to pUC1 9 vector that had been digested with EcoRI and 
Xmal at 16° C for 1 hour using DNA Ligation Kit ver.2 (Takara Shuzo Co., Ltd.) in accordance with the instructions 
included in the kit. An aliquot (10 uJ) of the ligation mixture was added to 100 u.1 of a solution containing competent 
cells of E. coli, JM 109 (Nippon Gene Co., Ltd.). The cell mixture was allowed to stand on ice for 15 min., at 42° Cfor 

40 1 min. and additionally for 1 min. on ice. The resulting cell mixture was added with 300 uJ of SOC medium (Molecular 
Cloning: A Laboratory Manual, Sambrook, et al., Cold Spring Harbor Laboratory Press, 1989) and then incubated at 
37° C for 30 min. The resulting cell solution was plated on LB agar medium or 2xYT agar medium (Molecular Cloning: 
A Laboratory Manual, Sambrook, et al., Cold Spring Harbor Laboratory Press, 1989) containing either 100 or 50 u.g/ 
ml of ampicillin, 0.1 mM of IPTG and 20 |i.g/ml of X-gal, and then incubated at 37° C overnight. In this manner, E. coli 

45 transformants were prepared. 

[0143] The transformants were cultured at 37° C overnight in 2 ml of LB or 2xYT medium containing either 100 or 
50 |xg/ml of ampicillin. The cell fraction was applied to Plasmid Extracter PI-1 00( (Kurabo Industries, Ltd.) or QIAprep 
Spin Plasmid Kit (QIAGEN) to give a plasmid DNA. The plasmid DNA was sequenced as follows. 

so (4) Sequencing of genes encoding mouse antibody V-regions 

[0144] The nucleotide sequence of the cDNA coding region carried on the plasmid was determined in DNA Sequencer 
373A (ABI; Perkin-Elmer) using Dye Terminator Cycle Sequencing Kit (Perkin-Elmer). M13 Primer M4 (Takara Shuzo 
Co., Ltd.) (SEQ ID NO: 5) and M13 Primer RV (Takara Shuzo Co., Ltd.) (SEQ ID NO: 6) were used as the primers for 
55 sequencing, and the nucleotide sequence was confirmed in the both directions. 

[0145] The plasmid containing a gene encoding mouse H-chain V-region derived from hybridoma #23-57-137-1 was 
designated as "MBC1 H04", and the plasmid containing a gene encoding mouse L-chain V-region derived from hybri- 
doma #23-57-137-1 was designated as "MBC1L24". The nucleotide sequences (including the corresponding amino 
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acids sequences) of the gene encoding the mouse #23-57-137-1 antibody-derived H-chain V-region in plasmid 
MBC1H04 and the gene encoding the mouse #23-57-137-1 antibody-derived L-chain V-region in plasmid MBC1H24 
were shown in SEQ. ID Nos: 57 and 65, respectively. The amino acid sequences of the polypeptides for the H-chain 
V-region and the L-chain V-region were shown in SEQ. ID NOs: 46 and 45, respectively. 

s [0146] The E. coli strain containing the above plasmid MBC1 H04 and the E. coli strain containing the above plasmid 
MBC1L24 were designated as "Escherichia coli JM109 (MBC1H04)" and "Escherichia coli JM109 (MBC1L24)", re- 
spectively. These E. coli strains have been deposited under the terms of the Budapest Treaty at the National Institute 
of Bioscience and Human-Technology, Agency of Industrial Science and Technology, Japan (1-3, Higashi 1-chome, 
Tsukuba-shi, Ibaraki, Japan) on August 15. 1996, under the Accession No. FERM BP-5628for Escherichia coli JM109 

w (MBC1H04) and FERM BP-5627 for Escherichia coli JM1 09 (MBC1L24), respectively. 

(5) Determination of CDRs of mouse monoclonal antibody #23-57-137-1 against human PTHrP 

[0147] The H-chain V-region and the L-chain V-region have general structures similar to each other, each of which 
is has four framework regions (FRs) linked through three hypervariable regions (i.e., complementarity determining re- 
gions; CDRs). The amino acid sequences of the FRs are relatively well conserved, while the amino acid sequence of 
the CDRs have an extremely high variability (Kabat, E.A. et al., "Sequence of Proteins of Immunological Interest", US 
Dept. Health and Human Services, 1983). 

[0148] In view of these facts, the homology in amino acid between the V-regions of the mouse monoclonal antibody 
20 against human PTHrP was determined with reference to the database of amino acid sequences of antibodies estab- 
lished by Kabat et al. Thus, the CDRs of the V-regions were determined as shown in Table 1 . 
[0149] The amino acid sequences of CDRs 1-3 in the L-chain V-region are shown in SEQ ID Nos: 59 to 61, respec- 
tively; and the amino acid sequences of CDRs 1 -3 in the H-chain V-region are shown in SEQ ID Nos: 62 to 64, respec- 
tively. 
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Table 1 



V-region 


SEQ ID NO. 


CDR1 


CDR2 


CDR3 


H-chain V-region 


57 


31-35 


50-66 


99-107 


L-chain V-region 


65 


23-34 


50-60 


93-105 



[REFERENCE EXAMPLE 3] Construction of Chimeric Antibody 
(1) Construction of chimeric antibody H-chain 

35 

(i) Construction of H-chain V-region 

[0150] To ligateto an expression vector carrying a genomic DNA of human H-chain C-region C y 1, the cloned DNA 
encoding mouse H-chain V-region was modified by PCR method. A backward primer MBC1-S1 (SEQ ID NO: 7) was 

40 designed to hybridize to a DNA sequence encoding the 5' region of the leader sequence of the V-region and to have 
both a Kozak consensus sequence (Kozak, M. et al., J. Mol. Biol., 196, 947-950, 1987) and a Hindlll-recognition se- 
quence. A forward primer MBC1 -a (SEQ ID NO: 8) was designed to hybridize to a DNA sequence encoding the 3' 
region of the J region and to have both a donor splice sequence and a BamHI-recognition sequence. The PCR reaction 
was performed using TaKaRa Ex Taq (Takara Shuzo Co., Ltd.) and a buffer appended thereto. The PCR solution 

45 comprised (per 50u1) 0.07 u.g of plasmid MBC1H04 as a template DNA, 50 pmoles of MBC1-a and 50 pmoles of 
MBC1-S1 as primers, 2.5U of TaKaRa Ex Taq and 0.25 mM dNTPs in the buffer, over which 50u1 of mineral oil was 
layered. The PCR was run for 30 cycles under the conditions: 94° C for 1 min.; 55° C for 1 min.; 72° C for 2 min. The 
DNA fragments thus amplified by the PCR method were separated by agarose gel electrophoresis on a 3% Nu Sieve 
GTG Agarose (FMC Bio. Products). 

so [0151] Then, an agarose gel segment containing a DNA fragment of 437 bp was excised, and the DNA fragment 
was purified therefrom using GENECLEAN II Kit (BIO101) in accordance with the instructions included in the kit. The 
purified DNA was collected by ethanol precipitation, and then dissolved in 20 u.l of a solution containing 10 mM Tris-HCI 
(pH 7.4) and 1 mM EDTA. An aliquot (1 uJ) of the resulting DNA solution was digested with restriction enzymes BamHI 
and Hindi II (Takara Shuzo Co., Ltd.) at 37° Cfor 1 hour. The digestion solution was extracted with phenol and chloroform 

55 and then precipitated with ethanol to collect the DNA of interest. 

[0152] The obtained Hindlll-BamHI DNA fragment, which containing a gene encoding the mouse H-chain V-region, 
was subcloned into pUC1 9 vector that had been digested with Hindi II and BamHI. The resulting plasmid was sequenced 
on DNA Sequencer 373A (Perkin-Elmer) using M13 Primer M4 and M13 Primer RV as primers and Dye Terminator 
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Cycle Sequencing Kit (Perkin-Elmer). As a result, a plasmid which carried a gene of correct nucleotide sequence 
encoding the mouse H-chain V-region derived from hybridoma #23-57-1 37-1 and had a Hindi I l-recognition sequence 
and a Kozak sequence on its 5' region and a BamH l-recognition sequence on its 3' region was obtained, which was 
designated as "MBC1H/pUC19". 

5 

(ii) Construction of H-chain V-region for preparation of cDNA-type of mouse-human chimeric H-chain 

[0153] To ligate to cDNA of the human H-chain C-region C 7 1, the DNA encoding the mouse H-chain V-region 
constructed as described above was modified by PCR method. A backward primer MBC1HVS2 (SEQ ID NO: 9) for 

'0 the V-region was designed to cause the replacement of the second amino acid (asparagine) of the sequence encoding 
the front part of the leader sequence of the H-chain V-region by glycine and to have a Kozak consensus sequence 
(Kozak, M. et al., J. Mol. Biol., 196, 947-950, 1987) and Hindlll- and EcoRI-recognition sequences. A forward primer 
MBC1 HVR2 (SEQ ID NO: 10) for the H-chain V-region was designed to hybridize to a DNA sequence encoding the 3' 
region of the J region, to encoding the 5' region of the C-region and to have Apal- and Smal-recognition sequences. 

is [0154] The PCR reaction was performed using TaKaRa Ex Taq (Takara Shuzo Co., Ltd.) and a buffer appended 
thereto. The PCR solution comprised (per 50 ul) 0,6 ixg of plasmid MBC1 H/pUC1 9 as a template DNA, 50 pmoles of 
MBC1 HVS2 and 50 pmoles of MBC1 HVR2 as primers, 2.5U of TaKaRa Ex Taq and 0.25 mM of dNTPs in the buffer, 
over which 50uJ of mineral oil was layered. The PCR reaction was run for 30 cycles under the conditions: 94° C for 1 
min.; 55° Cfor 1 min.; 72° C for 1 min. The DNA fragments amplified by the PCR reaction were separated by agarose 

20 gel electrophoresis on a 1% Sea Kern GTG Agarose (FMC Bio. Products). Then, an agarose gel segment containing 
aDNAfragmentof456bpwas excised and the DNAfragment was purified therefrom using GENECLEAN II Kit (BI01 01 ) 
in accordance with the instructions included in the kit. The purified DNA was precipitated with ethanol and then dissolved 
in 20 (xl of a solution containing 1 0 mM Tris-HCI (pH 7.4) and 1 mM EDTA. 

[0155] The resulting DNA solution (1 ^g) was digested with restriction enzymes EcoRI and Smal (Takara Shuzo Co., 
25 Ltd.) at 37° C for 1 hour. The digestion solution was extracted with phenol and chloroform and then precipitated with 
ethanol to collect the DNA. The obtained EcoRI-Smal DNA fragment, which containing a gene encoding the mouse 
H-chain V-region, was subcloned into pUC1 9 vector that had been digested with EcoRI and Smal. The resulting plasmid 
was sequenced on DNA Sequencer 373A (Perkin-Elmer) using M13 Primer M4 and M1 3 Primer RV, and Dye Terminator 
Cycle Sequencing Kit (Perkin-Elmer). As a result, a plasmid which contained a gene of correct nucleotide sequence 
30 encoding mouse H-chain V-region derived from hybridoma #23-57-137-1 and had EcoRI- and Hindll l-recognition se- 
quences and a Kozak sequence on its 5' region and Apal- and Smal-recognition sequences on its 3' region was ob- 
tained, which was designated as "MBC1 Hv/pUC19". 

(iii) Construction of expression vector for chimeric antibody H-chain 

35 

[0156] cDNA containing the DNA for human antibody H-chain C-region C y 1 was prepared as follows. mRNA was 
prepared from a CHO cell into which both an expression vector DHFR-AE-RVh-PM-1-f (see WO 92/19759) encoding 
the genomic DNAs of humanized PM1 antibody H-chain V-region and human antibody H-chain C-region lgG1 (N. 
Takahashi et al., Cell 29, 671-679, 1982) and an expression vector RV1-PM1a (see WO 92/19759) encoding the ge- 
40 nomic DNAs of humanized PM1 antibody L-chain V-region and human antibody L-chain k chain C-region had been 
introduced. Using the mRNA, cDNA containing the humanized PM antibody H-chain V-region and the human antibody 
C-region C y1 was cloned by RT-PCR method, and then subcloned into plasmid pUC1 9 at the Hindll l-BamHI site. After 
sequencing, a plasmid which had the correct nucleotide sequence was obtained, which was designated as 
"pRVh-PM1f-cDNA". 

45 [0157] An expression vector DHFR-AE-RVh-PM-1-f in which both a Hindlll site located between SV40 promoter and 
a DHFR gene and an EcoRI site located between EF-1a promoter and a humanized PM1 antibody H-chain V-region 
gene had been deleted, was prepared for the construction of an expression vector for cDNA containing the humanized 
PM1 antibody H-chain V-region gene and the human antibody C-region C y 1 gene. 

[0158] The plasmid obtained (pRVh-PM1f-cDNA) was digested with BamH I, blunt-ended with Klenow fragment, and 
so further digested with Hindlll, thereby obtaining a blunt-ended Hindlll-BamHI fragment. The blunt-ended Hindlll-BamHI 
fragment was ligated to the above-mentioned Hindlll site- and EcoRI site-deleted expression vector DHFR- 
AE-RVh-PM1-f that had been digested with Hindlll and BamHI. Thus, an expression vector RVh-PM1f-cDNA was 
constructed which contained cDNA encoding the humanized PM1 antibody H-chain V-region and the human antibody 
C-region C y 1 . 

55 [0159] TheexpressionvectorRVh-PM1f-cDNAcontainingthecDNAencodingthehumanized PM1 antibody H-chain 
V-region and the human antibody C-region C y 1 was digested with Apal and BamHI, and a DNA fragment containing 
the H-chain C-region was collected therefrom. The resulting DNA fragment was introduced into the plasmid MBC1 Hv/ 
pUC1 9 that had been digested with Apal and BamHI. The plasmid thus prepared was designated as "MBC1 HcDNA/ 
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pUC19". This plasmid contained cDNA encoding the mouse antibody H-chain V-region and the human antibody C- 
region C y 1 , and had EcoRI- and Hindlll-recognition sequences on its 5' region and a BamHI-recognition sequence 
on its 3' region. 

[0160] The plasmid MBC1HcDNA/pUC19 was digested with EcoRI and BamHI to give a DNA fragment comprising 
s a nucleotide sequence encoding the chimeric antibody H-chain. The resulting DNA fragment was introduced into an 
expression vector pCOS1 that had been digested with EcoRI and BamHI, thereby giving an expression vectorforthe 
chimeric antibody, which was designated as "MBC1HcDNA/pCOS1". Here, the expression vector pCOS1 was con- 
structed using HEF-PMh-g yl (see WO 92/19759) by deleting therefrom an antibody genes by digestion with EcoRI 
and Smal, and then ligating it to EcoRI-Notl-BamHI Adaptor (Takara Shuzo Co., Ltd.) 
'0 [0161] For preparing a plasmid for the expression in a CHO cell, the plasmid MBC1 HcDNA/pUC19 was digested 
with EcoRI and BamHI to obtain a DNA fragment containing a gene for the chimeric antibody H-chain. The DNA frag- 
ment was then introduced into an expression plasmid pCHOI that had been digested with EcoRI and BamHI to give 
an expression plasmid for the chimeric antibody, which was designated as "MBC1HcDNA/pCH01". Here, the expres- 
sion vector pCHOI was constructed using DHFR-AE-rvH-PM1 -f (see WO 92/1 9759) by deleting therefrom an antibody 
is gene by digestion with EcoRI and Smal, and then ligating it to EcoRI-Notl-BamHI Adaptor (Takara Shuzo Co., Ltd.) 

(2) Construction of human L-chain C-region 

(i) Preparation of cloning vector 

20 

[01 62] To construct pUC1 9 vector containing a gene for human L-chain C-region, a Hindi II site-deleted pUC 1 9 vector 
was prepared. pUC19 vector (2 u.g) was digested in 20 uJ of a reaction solution containing 20 mM Tris-HCI (pH 8.5), 
10 mM MgCI 2 , 1 mM DTT, 100 mM KCI, 8 U of Hindi II (Takara Shuzo Co., Ltd.) at 37° C for 1 hour. The resulting 
digestion solution was extracted with phenol and chloroform, and then subjected to ethanol precipitation to collect the 
25 DNA of interest. 

[0163] The DNA collected was reacted in 50 uJ of a reaction solution containing 50 mM Tris-HCI (pH 7.5), 10 mM 
MgCI 2 , 1 mM DTT, 100 mM NaCI, 0.5 mM dNTPs and 6U of Klenow fragment (GIBCO BRL) at room temperature for 
20 min., thereby rendering the terminal ends of the DNA blunt. This reaction mixture was extracted with phenol and 
chloroform and Ihen subjecLed lo eLhanol precipitation to collect the vector DNA. 

30 [0164] The vector DNA thus collected was reacted in 10uJof a reaction solution containing 50 mM Tris-HCI (pH 7.6), 
10 mM MgCI 2 , 1 mM ATP, 1 mM DTT, 5% (v/v) polyethylene glycol-8000 and 0.5 U ofT4 DNA ligase (GIBCO BRL) at 
16° C for 2 hours, to cause self-ligation of the vector DNA. The reaction solution (5 jil) was added to 1 00 ji I of a solution 
containing competent cells of E. coli, JM1 09 (Nippon Gene Co., Ltd.), and the resulting solution was allowed to stand 
on ice for 30 min., at 42° C for 1 min., and additionally on ice for 1 min. SOC culture medium (500 u.l) was added to 

35 the reaction solution and then incubated at 37° C for 1 hour. The resulting solution was plated on 2xYT agar medium 
(containing 50 ,ug/ml of ampicillin) on which X-gal and I PTG had been applied (Molecular Cloning: A Laboratory Manual, 
Sambrook, et al., Cold Spring Harbor Laboratory Press, 1989), and then cultured at 37° C overnight, thereby obtaining 
a transformant. 

[0165] The transformant was cultured in 2xYT medium (20 ml) containing ampicillin (50 ng/ml) at 37° C overnight. 
40 From the cell fraction of the culture medium, a plasmid DNA was isolated and purified using Plasmid Mini Kit (QIAGEN) 
in accordance with the instructions included in the kit. The purified plasmid was digested with Hindlll . The plasmid that 
was confirmed to have a Hindlll site-deletion was designated as "pUC19 A Hindlll". 

(ii) Construction of DNA encoding human L-chain X chain C-region 

45 

[0166] Human antibody L-chain X chain C-region is known to have at least four isotypes including Mcg+Ke+Oz", 
Mcg Ke Oz", Mcg Ke Oz+ and McgKe+Oz" (P. Dariavach, et al., Proc. Natl. Acad. Sci. USA, 84, 9074-9078, 1 987). A 
search was made for a human antibody L-chain X chain C-region homologous to the #23-57-137-1 mouse L-chain X 
chain C-region from the EMBL database. As a result, it was found that the isotype Mcg+Ke+Oz - of the human antibody 
so L-chain Xchain (Accession No. X5781 9) (P. Dariavach, et al., Proc. Natl. Acad. Sci. USA, 84, 9074-9078, 1 987) showed 
the highest degree of homology to the #23-57-1 37-1 mouse L-chain X chain C-region, with a 64.4% homology in terms 
of amino acid sequence and a 73.4% homology in terms of nucleotide sequence. 

[0167] Then, a gene encoding the human antibody L-chain A, chain C-region was constructed by PCR method. The 
primers for the PCR were synthesized using 394 DNA/RNA Synthesizer (ABI). The synthesized primers were as follows: 
55 HLAMB1 (SEQ ID NO: 11) and HLAMB3 (SEQ ID NO: 13), both having a sense DNA sequence; and HLAMB2 (SEQ 
ID NO: 12) and HLAMB4 (SEQ ID NO: 14), both having an antisense DNA sequence; each primer containing a com- 
plementary sequence of 20-23 bp on the both terminal ends. 

[0168] External primers H LAMBS (SEQ ID NO: 15) and HLAMBR (SEQ ID NO: 16) had sequences homologous to 
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the primers HLAMB1 and HLAMB4, respectively. HLAMBS contained EcoRI-, Hindlll- and Blnl-recognition sequences, 
and HLAMBR contained an EcoRI-recognition sequence. In the first-round PCR reaction, the reactions between 
HLAMB1 and HLAMB2 and between HLAMB3 and HLAMB4 were performed. After the reactions were completed, both 
of the resulting PCR products were mixed in equivalent quantities, and then assembled in the second-round PCR 
s reaction. The reaction solution was added with the external primers HLAMBS and HLAMBR. This reaction mixture was 
subjected to the third-round PCR reaction to amplify the full length DNA. 

[0169] Each PCR reaction was performed using TaKaRa Ex Taq (Takara Shuzo Co., Ltd.) in accordance with the 
instructions included in the kit. In the first-round PCR reaction, 1 00 uJ of either a reaction solution containing 5 pmoles 
of HLAMB1 , 0.5 pmoleof HLAMB2 and5U of TaKaRa Ex Taq (Takara Shuzo Co., Ltd.) ora reaction solution containing 
'0 0.5 pmoleof HLAMB3, 5 pmoles of HLAMB4and5U of TaKaRa Ex Taq (Takara Shuzo Co., Ltd.) was used, over which 
50 jxl of mineral oil was layered. The PCR reaction was run for 5 cycles under the conditions: 94° C for 1 min., 60° C 
for 1 min. and 72° C for 1 min. 

[0170] In the second-round PCR reaction, a mixture of both the reaction solutions (50 ul each) was used, over which 
50 uJ of mineral oil was layered. The PCR reaction was run for 3 cycles under the conditions: 94° C for 1 min., 60° C 
is for 1 min. and 72° C for 1 min. 

[0171] In the third-round PCR reaction, the reaction solution to which the external primers HLAMBS and HLAMBR 
(50 pmoles each) were added was used. The PCR reaction was run for 30 cycles under the conditions: 94° C for 1 
min., 60° C for 1 min. and 72° C for 1 min. 

[0172] The DNA fragment obtained by the third-round PCR reaction was subjected to electrophoresis on a 3% low- 
20 melting agarose gel (NuSieve GTG Agarose, FMC), and separated and purified from the gel using GENECLEAN II Kit 
(BIO101) in accordance with the instructions included in the kit. 

[0173] The obtained DNA fragment was digested in a reaction solution (20 uJ) containing 50 mM Tris-HCI (pH 7.5), 
10 mM MgCI 2 , 1 mM DTT. 100 mM NaCI and 8U of EcoRI (Takara Shuzo Co., Ltd.) at 37° C for 1 hour. The digestion 
solution was extracted with phenol and chloroform, and the DNA was collected therefrom by the ethanol precipitation. 

25 The DNA was dissolved in a solution (8 uJ) containing 10 mM Tris-HCI (pH 7.4) and 1 mM EDTA. 

[0174] The above-prepared plasmid pUC19 AHindlll (0.8 u.g) was digested with EcoRI in the same manner as set 
forth above. The digestion solution was subjected to phenol/chloroform extraction and then ethanol precipitation, there- 
by giving a digested plasmid pUC1 9 AHindlll. The digested plasmid was reacted in a reaction solution (50 ul) containing 
50 mM Tris-HCI (pH 9.0), 1 mM MgCI 2 and alkaline phosphatase (E. coli C75; Takara Shuzo Co., Ltd.) at 37° C for 30 

30 min. to dephosphorylate (i.e., BAP-treat) the plasmid. The reaction solution was subjected to phenol/chloroform ex- 
traction, and the DNA was collecled therefrom by ethanol precipitation. The DNA thus obtained was dissolved in a 
solution (1 0 ul) containing 1 0 mM Tris-HCI (pH 7.4) and 1 mM EDTA. 

[0175] The BAP-treated plasmid pUC1 9 AHindlll (1 ul) was ligated to the above-obtained PCR product (4 ul) using 
DNA Ligation Kit Ver.2 (Takara Shuzo Co,, Ltd.), The resulting plasmid was introduced into a competent cell of E. coli, 

35 JM109, to give a transformant. The transformant was cultured overnight in 2xYT medium (2 ml) containing 50 ug/ml 
of ampicillin. From the cell fraction, the plasmid was isolated using QIAprep Spin Plasmid Kit (QIAGEN), 
[0176] The obtained plasmid was sequenced for the cloned DNA part. The sequencing was performed on 373A DNA 
Sequencer (ABI) using M13 Primer M4 and M13 Primer RV (Takara Shuzo Co., Ltd.). As a result, it was found that the 
cloned DNA had a 12-bp deletion therein. The plasmid was designated as "CA,A/pUC19". Then, for making up for the 

40 deleted part, primers HCLMS (SEQ ID NO: 17) and HCLMR (SEQ ID NO: 18) were newly synthesized, and a DNA of 
correct sequence was reconstructed using these primers by PCR method. 

[0177] In the first-round PCR reaction, the plasmid C AA/pUC19 having the DNA deletion therein was used as a 
template, and the reaction was performed with each of the primer sets of HLAMBS and HCLMS and HCLMS and 
HLAMB4. The PCR products were purified separately. In the second-round PCR reaction, the PCR products were 

45 assembled together. In the third-round PCR reaction, the reaction product of the second-round PCR reaction was 
added with external primers HLAMBS and HLAMB4 and amplified to give the full length DNA. 
[0178] In the first-round PCR reaction, a reaction solution (100 ,ni) containing 0.1 u.g of CX A/pUC19 as a template, 
either 50 pmoles of each of the primers HLAMBS and HCLMR or 50 pmoles of each of the primers HCLMS and 
HLAMB4, and 5U of TaKaRa Ex Taq (Takara Shuzo Co., Ltd.) was used, over which 50 uJ of mineral oil was layered. 

so The PCR reaction was run for 30 cycles under the conditions: 94° C for 1 min., 60° C for 1 min. and 72 ° C for 1 min. 
[0179] The PCR products of the first-round PCR reaction, HLAMBS-HCLMR (236 bp) and HCLMS-HLAMB4 (147 
bp), were subjected to electrophoresis separately on a 3% low-melting agarose gel to isolate the DNA fragments. The 
DNA fragments were collected and purified from the gels using GENECLEAN II Kit (BIO101). In the second-round 
PCR reaction, 20 u1 of a reaction solution containing 40 ng of each of the purified DNA fragments and 1 U of TaKaRa 

55 Ex Taq (Takara Shuzo Co., Ltd.) was used, over which 25 uJ of mineral oil was layered. The PCR reaction was run for 
5 cycles under the conditions: 94° C for 1 min., 60° Cfor 1 min. and 72° Cfor 1 min. 

[0180] In the third-round PCR reaction, 100u1of a reaction solution containing 2 uJ of the reaction solution obtained 
by the second-round PCR reaction, 50 pmoles of each of external primers HLAMBS and HLAMB4 and 5U of TaKaRa 
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ExTaq (Takara Shuzo Co., Ltd.) was used, over which 50 ul of mineral oil was layered. The PCR reaction was run for 
30 cycles underthe conditions: 94° C fori min. ; 60° C fori min.and72°Cfor1 min., thereby obtaining a DNA fragment 
of 357 bp (the third PCR product). The DNA fragment was subjected to electrophoresis on a 3% low-melting agarose 
gel to isolate the DNA fragment. The resulting DNA fragment was collected and purified using GENECLEAN Kit 
5 (BIO101). 

[0181] An aliquot (0.1 ug) of the DNA fragment thus obtained was digested with EcoRI, and then subcloned into 
plasmid pUC19 AHindlll that had been BAP-treated. The resulting plasmid was introduced into a competent cell of E. 
coli, JM109, to form a transformant. The transformant was cultured overnight in 2 ml of 2xYT medium containing 50 
ug/ml of ampicillin. From the cell fraction, the plasmid was isolated and purified using QIAprep Spin Plasmid Kit (QIA- 
w GEN). 

[0182] The purified plasmid was sequenced on 373A DNA Sequencer (ABI) using M13 Primer M4 and M13 Primer 
RV (Takara Shuzo Co., Ltd.). The plasmid that was confirmed to have the correct nucleotide sequence without any 
deletion was designated as "CX>pUC19". 

is (iii) Construction of gene encoding human L-chain k chain C-region 

[0183] A DNA fragment encoding the L-chain k chain C-region was cloned from plasmid HEF-PM1 k-gk (WO 
92/19759) by PCR method. A forward primer HKAPS (SEQ ID NO: 19) was designed to contain EcoRI-, Hindlll and 
Blnl-recognition sequences, and a backward primer HKAPA (SEQ ID NO: 20) was designed to contain an EcoRI- 

20 recognition sequence. These primers were synthesized on 394 DNA/RNA Synthesizer (ABI). 

[0184] A PCR reaction was performed using 100 ul of a reaction solution containing 0.1 g of plasmid HEF-PM1k- 
gk as a template, 50 pmoles of each of primers HKAPS and HKAPA and 5U of TaKaRa Ex Taq (Takara Shuzo Co., 
Ltd.), over which 50 ul of mineral oil was layered. The PCR reaction was run for 30 cycles underthe conditions: 94° 
C for 1 min., 60 ° C for 1 min. and 72° C for 1 min., thereby giving a PCR product of 360 bp. The DNA fragment was 

25 isolated and purified by electrophoresis on a 3% low-melting agarose, and then collected and purified using GENE- 
CLEAN II Kit (BIO101). 

[0185] The thus obtained DNA fragment was digested with EcoRI, and then cloned into plasmid pUC1 9 (Hindlll that 
had been BAP-treated. The resulting plasmid was introduced into a competent cell of E. coli, JM109, to form a trans- 
formant. The transformant was cultured overnight in 2 ml of 2xYT medium containing 50 u.g/ml of ampicillin. From the 
30 cell fraction, the plasmid was purified using QIAprep Spin Plasmid Kit (QIAGEN). 

[0186] The punTied plasmid was sequenced on 373A DNA Sequencer (ABI) using M13 Primer M4 and M13 Primer 
RV (Takara Shuzo Co., Ltd.). The plasmid that was confirmed to have the correct nucleotide sequence was designated 
as "C K/pUC19". 

35 (3) Construction of chimeric antibody L-chain expression vector 

[0187] An expression vector for the chimeric #23-57-137-1 antibody L-chain was constructed. A gene encoding 
#23-57-137-1 L-chain V-region was ligatedtothe Hindlll-Blnl site (located just in front of the human antibody C-region) 
of each of the plasmids C A/pUC1 9 and CK/pUC1 9, thereby obtaining pUC 19 vectors that contained the DN As encoding 
40 the chimeric #23-57-137-1 antibody L-chain V-region and either of the L-chain X chain C-region or the L-chain k region 
C-region, respectively. Each of the resulting vectors was then digested with EcoRI to separate the gene for the chimeric 
antibody L-chain. The gene was subcloned into HEF expression vector. 

[01 88] That is, a DNAfragment encoding #23-57-1 37-1 antibody L-chain V-region was cloned from plasmid MBC1 L24 
by PCR method. Primers used in the PCR method were separately synthesized using 394 DNA/RNA Synthesizer 
45 (ABI). A backward primer MBCCHL1 (SEQ ID NO: 21) was designed to contain a Hindlll-recognition sequence and a 
Kozak sequence (Kozak, M. et al., J. Mol. Biol. 196, 947-950, 1987), and a forward primer MBCCHL3 (SEQ ID NO: 
22) was designed to contain Bglll- and RcoRI-recognition sequences. 

[0189] The PCR reaction was performed using 1 0Ojxl of a reaction solution containing 10 mM Tris-HCI (pH 8.3), 50 
mM KCI, 1 .5 mM MgCI 2 , 0.2 mM dNTPs, 0.1 \ig MBC1L24, 50 pmoles of each of primers MBCCHL1 and MBCCHL3 
so and 1 u.l of AmpliTaq (PERKIN ELMER), over which 50 u.l of mineral oil was layered. The PCR reaction was run for 30 
cycles underthe conditions: 94° C for 45 sec, 60° C for 45 sec. and 72° C for 2 min. 

[0190] A PCR product of 444 bp was electrophoresed on a 3% low-melting agarose gel, and collected and purified 
using GENECLEAN II Kit (BIO101). The purified PCR product was dissolved in 20 ul of a solution containing 10 mM 
Tris-HCI (pH 7.4) and 1 mM EDTA. The PCR product (1 ul) was digested in 20 u.l of a reaction solution containing 10 
55 mM Tris-HCI (pH 7.5), 1 0 mM MgCI 2 , 1 mM DTT, 50 mM NaCI, 8U of Hindlll (Takara Shuzo Co., Ltd.) and 8U of EcoRI 
(Takara Shuzo Co., Ltd.) at 37° C for 1 hour. The digestion solution was subjected to phenol/chloroform extraction, 
and the DNA of interest was collected therefrom by ethanol precipitation. The DNA was dissolved in 8 .al of a solution 
containing 10 mM Tris-HCI (pH 7.4) and 1 mM EDTA. 
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[0191] In the same manner, plasmid pUC19 (1 u.g) was digested with Hindi 1 1 and EcoRI, and subjected to phenol/ 
chloroform extraction and then ethanol precipitation. The obtained digested plasmid was BAP-treated with alkaline 
phosphatase (E. coli C75; Takara Shuzo Co., Ltd.). The resulting reaction solution was extracted with phenol and 
chloroform, and the DNA was collected therefrom by ethanol precipitation. The DNA was dissolved in 1 0 jxl of a solution 

s containing 1 0 mM Tris-HCI (pH 7.4) and 1 mM EDTA. 

[0192] The BAP-treated plasmid pUC19(1 ul) was ligated to the above-obtained PCR product (4 u.l) using DNA 
Ligation Kit Ver. 2 (Takara Shuzo Co., Ltd.). The resulting plasmid was introduced into a competent cell of E. coli, 
JM109 (Nippon Gene Co.. Ltd.), in the same manner as set forth above, to form atransformant. The transformant was 
plated on 2xYT agar medium containing 50 ug/ml of ampicillin and cultured at 37° C overnight. The resulting trans- 

'0 formant was then cultured at 37° C overnight in 2 ml of 2xYT medium containing 50 |ig/ml of ampicillin. From the cell 
fraction, the plasmid was purified using QIAprep Spin Plasmid Kit (QIAGEN). After determining the nucleotide se- 
quence, the plasmid that was confirmed to have the correct nucleotide sequence was designated as "CHL/pUC1 9". 
[0193] Each of plasmids CA/pUC19 and CK/pUC19 (1 ( ug each) was digested in 20 ul of a reaction solution containing 
20 mM Tris-HCI (pH 8.5), 10 mM MgCI 2 , 1 mM DTT, 100 mM KCI, 8U of Hindlll (Takara Shuzo Co., Ltd.) and 2U of 

is Blnl (Takara Shuzo Co., Ltd.) at 37° C for 1 hour. The digestion solution was extracted with phenol and chloroform, 
and the DNA was collected therefrom by ethanol precipitation. The DNA was BAP-treated at 37° C for 30 min. The 
reaction solution was extracted with phenol and chloroform, and the DNA was collected therefrom by ethanol precip- 
itation. The DNA was dissolved in 10 nl of a solution containing 10 mM Tris-HCI (pH 7.4) and 1 mM EDTA. 
[0194] The plasmid CHL/pUC19 (8 u.g) that contained DNA encoding #23-57-137-1 L-chain V-region was digested 

20 with Hindlll and Blnl in the same manner as set forth above to give a DNA fragment of 409 bp. The DNA fragment was 
electrophoresed on a 3% low-melting agarose gel, and then collected and purified from the gel using GENECLEAN II 
Kit (BIO101). The DNA was dissolved in 10 ul of a solution containing 10 mM Tris-HCI (pH 7.4) and 1 mM EDTA. 
[0195] The DNA for L-chain V-region DNA (4 u.l) was subcloned into 1 u.1 of each of the BAP-treated plasmids CM 
pUC19 and C K/pUC19, and then introduced into a competent cell of E. coli, JM109, to form a transformant. The 

25 transformant was cultured overnight in 3 ml of 2xYT medium containing 50 jig/ml of ampicillin. From the cell fraction, 
the plasmid was isolated and purified using QIAprep Spin Plasmid Kit (QIAGEN). The two plasmids thus prepared 
were designated as "MBC1L(X)/pUC19" and "MBC1 L(K)/pUC1 9", respectively, 

[0196] Each of plasmids MBC1L(X)/pUC19 and MBC1L(K)/pUC19 was digested with EcoRI and then subjected to 
electrophoresis on a 3% low-melling agarose gel. A DNA fragment of 743 bp was isolated and purified from the gel 
30 using GENECLEANII Kit (BIO101), and then dissolved in 10 ul of a solution containing 10 mM Tris-HCI (pH 7.4) and 
1 mM EDTA. 

[0197] An expression vector (plasmid HEF-PM1k-gk) (2.7 u,g) was digested with EcoRI and then extracted with phe- 
nol and chloroform, and the DNA was collected therefrom by ethanol precipitation. The DNA fragment was BAP-treated , 
and then subjected to electrophoresis on a 1% low-melting agarose gel. From the gel, a DNA fragment of 6561 bp was 
35 isolated and purified therefrom using GENECLEANII Kit (BIO101). The purified DNA fragment was dissolved in 10 uJ 
of a solution containing 1 0 mM Tris-HCI (pH 7.4) and 1 mM EDTA. 

[0198] BAP-treated HEF vector (2 ul) was ligated to an EcoRI fragment (3 uJ) of each of plasmid MBC1 L(X)/pUC1 9 
and MBC1 L(K)/pUC1 9. The ligation product was introduced into a competent cell of E. coli, JM 1 09, to form a trans- 
formant. The transformant was cultured in 2 ml of 2xYT medium containing 50 ug/ml of ampicillin. From the cell fraction, 

40 the plasmid was purified using QIAprep Spin Plasmid Kit (QIAGEN). 

[0199] The purified plasmid was digested in 20 ul of a reaction solution containing 20 mM Tris-HCI (pH 8.5), 10 mM 
MgCI 2 , 1 mM DTT, 100 mM KCI, 8U of Hindlll (Takara Shuzo Co., Ltd.) and 2 U of Pvul (Takara Shuzo Co, Ltd.) at 
37° Cfor 1 hour. This reaction gave digestion fragments of 5104/2195 bp if the fragment was inserted in the correct 
orientation, or gave digestion fragments of 4378/2926 bp if the fragment was inserted in the reverse orientation. The 

45 plasmid that was confirmed to have the fragment in the correct orientation was designated as "MBC1 L(X)/neo" for 
plasmid MBC1 L(?i)/pUC1 9 or "MBC1 L(K)/neo" for plasmid MBC1 L(K)/pUC1 9. 

(4) Transfection of COS-7 cell 

so [0200] To evaluate the antigen-binding activity and the neutralizing activity of the chimeric antibodies, the expression 
plasmids prepared above were separately expressed transiently in a COS-7 cell. 

[0201] The transient expression of the chimeric antibodies was performed using each of the combinations of plasmids 
MBC1 HcDNA/pCOS1 and MBC1 L (XVneo and plasmids MBC1 HcDNA/pCOS1 and MBC1 L(k )/neo, by co-tansfecting 
a COS-7 cell with the plasmids by electroporation using Gene Pulser (Bio Rad). That is, the plasmids (10 ug each) 
55 were added to a COS-7 cell suspension (0.8 ml; 1 x 10 7 cells/ml) in PBS(-). The resulting solution was applied with 
pulses at an electrostatic capacity of 1,500V and 2 uFto cause electroporation. After 10 min. of recovery period at 
room temperature, the electroporated cells were suspended in DMEM medium (GIBCO) containing 2% Ultra Low IgG 
fetal calf serum (GIBCO), and then cultured using a 1 0-cm culture dish in a C0 2 incubator. After culturing for 72 hours, 
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a culture supernatant was collected and centrifuged to remove cell debris, and was provided for use as a sample for 
the subsequent ELISA. 

[0202] In this procedure, the purification of the chimeric antibody from the COS-7 cell culture supernatant was per- 
formed using AffiGel Protein A MAPSII Kit (Bio Rad) in accordance with the instructions included in the kit. 

5 

(5) ELISA 

(i) Determination of antibody concentration 

'0 [0203] An ELISA plate for determining antibody concentration was prepared as follows. Each well of a 96-well ELISA 
plate (Maxisorp, NUNC) was coated with 100 ul of a coating buffer (0.1 M NaHC0 3 , 0.02% NaN 3 ) supplemented with 
1 ng/ml of goat anti-human IgG antibody (TAGO), and then blocked with 200 ul of a dilution buffer [50 mM Tris-HCI, 1 
mM MgCI 2 , 0.1 M NaCI, 0.05% Tween 20, 0.02% NaN 3 , 1% bovine serum albumin (BSA); pH 7.2]. Each well of the 
plate was added with each of the serial dilutions of the COS-7 cell culture supernatant in which each of the chimeric 

is antibodies had been expressed, or added with each of the serial dilutions of each of the chimeric antibodies per se in 
a purified form. The plate was incubated at room temperature for 1 hour and washed with PBS-Tween 20. Each well 
of the plate was then added with 1 00 uJ of a solution of alkaline phosphatase-conjugated goat anti-human IgG antibodies 
(TAGO). After the plate was incubated at room temperature for 1 hour and washed with PBS-Tween 20, each well was 
added with 1 mg/ml of a substrate solution ("Sigma 104". p-nitrophenylphosphoric acid, SIGMA). The solution was 

20 measured on its absorbance at 405 nm using Microplate Reader (Bio Rad) to determine the antibody concentration. 
In this determination, Hu lgG1 A, Purified (The Binding Site) was used as the standard substance. 

(ii) Determination of antigen-binding ability 

25 [0204] An ELISA plate forthe determination of antigen-binding ability was prepared as follows. Each well of a 96-well 
ELISA plate was coated with 100 uJ of a coating buffer supplemented with 1 u.g/ml of human PTHrP (1-34) (Peptide 
Research Institute), and then blocked with 200 uJ of a dilution buffer. Each well was added with each of the serial 
dilutions of the COS-7 cell culture supernatant in which each of the chimeric antibodies had been expressed, or added 
with each of Ihe serial dilutions of each of the chimeric antibodies perse in a purified form. After the plate was incubated 

30 at room temperature and washed with PBS-Tween 20, each well of the plate was added with 100 ,ul of a solution of 
alkaline phosphatase-conjugated goaL anti-human IgG antibodies (TAGO). After the plate was incubated at room tem- 
perature and washed with PBS-Tween 20, each well of the plate was added with 1 mg/ml of a substrate solution ("Sigma 
1 04", p-nitrophenylphosphoric acid, SIGMA). The solution was measured on its absorbance at 405 nm using Microplate 
Reader (Bio Rad). 

35 [0205] As a result, it was found that the chimeric antibodies had an ability to bind to human PTHrP (1 -34) and the 
cloned mouse antibody V-regions had the correct structures (FIG. 5). It was also found that there was no difference in 
the ability to bind to PTHrP (1-34) between the chimeric antibody with L-chain X chain C-region and the chimeric 
antibody with L-chain k chain C-region. Therefore, the humanized antibody L-chain X chain was used for construction 
of the L-chain C-region of the humanized antibody. 

40 

(6) Establishment of CHO cell line capable of stable production of chimeric antibodies 

[0206] To establish a cell line capable of producing the chimeric antibodies stably, the above-prepared expression 
plasmids were introduced into CHO cells (DXB11). 

45 [0207] For the establishment of a cell line capable of producing the chimeric antibodies stably, either of the following 
combinations of the expression plasmids for CHO cell was used: MBC1HcDNA/pCH01 and MBC1 L(X)/neo; and 
MBC1 HcDNA/pCHOI and MBC1 L(K)/neo. A CHO cell was co-transfected with the plasmids by electroporation using 
Gene Pulser (Bio Rad) as follows. The expression vectors were separately cleaved with a restriction enzyme Pvul to 
give linear DNAs. The resulting DNAs were extracted with phenol and chloroform and collected by precipitation with 

so ethanol. The plasmid DNAs thus prepared were subjected to electroporation. That is, each of the plasmid DNAs (10 
u.g each) was added to 0.8 ml of a cell suspension of CHO cells in PBS(-) (1x10 7 cells/ml). The resulting solution was 
applied with pulses at an electrostatic capacity of 1 ,500V and 25 u.F. After 10 min. of recovery period at room temper- 
ature, the electroporated cells were suspended in MEM-a medium (GIBCO) containing 10% fetal calf serum (GIBCO). 
The resulting suspension was cultured using three 96-well plates (Falcon) in a C0 2 incubator. On the day following 

55 the culturing being started, the medium was replaced by a selective medium [ribonucleoside- or deoxyribonucleoside- 
free MEM-a medium (GIBCO) containing 1 0% fetal calf serum (GIBCO) and 500 mg/ml of GENETICIN (G41 8Sulfate; 
GIBCO)]. From the culture medium, cells into which the antibody gene was introduced were selected. The selective 
medium is replaced by a fresh one. About two weeks after the medium replacement, the cells were observed under a 
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microscope. When a satisfactory cell growth was observed, the amount of the antibodies produced was determined 
by ELISA as set forth above. Among the cells, those cells which produced a larger amount of antibodies were screened. 
[0208] Then, the culturing of the established cell line capable of stable production of the antibodies was scaled up 
in a roller bottle using ribonucleoside- or deoxyribonucleoside-free MEM medium containing 2% Ultra Low IgG fetal 
s calf serum. On day 3 and day 4 of the culturing, the culture supernatant was collected and then filtered on a 0.2-nm 
filter (Millipore) to remove cell debris therefrom. 

[0209] Purification of the chimeric antibodies from the CHO cell culture supernatant was performed using POROS 
Protein A Column (PerSeptive Biosystems) on ConSep LC100 (Millipore) in accordance with the instructions included 
in the kit. The purified chimeric antibodies were provided for use as samples forthe determination of neutralizing activity 
'0 and for the examination of therapeutic efficacy in hypercalcemic model animals. The concentration and the antigen- 
binding activity of the purified chimeric antibodies were determined using the same ELISA system as set forth above. 

[REFERENCE EXAMPLE 4] Construction of humanized antibody 

is (1) Construction of humanized antibody H-chain 

(i) Construction of humanized H-chain V-region 

[0210] A humanized #23-57-137-1 antibody H-chain was produced by CDR-grafting technique by means of PCR 
20 method. For the production of a humanized #23-57-137-1 antibody H-chain (version "a") having FRs derived from 
human antibody S31679 (NBRF-PDB; Cuisinier, A. M. et al., Eur. J. Immunol., 23, 110-118, 1993), the following six 
PCR primers were used: CDR-grafting primers: MBC1HGP1 (SEQ ID NO: 23) and MBC1 HGP3 (SEQ ID NO: 24) (both 
containing a sense DNA sequence) and MBC1HGP2 (SEQ ID NO: 25) and MBC1HGP4 (SEQ ID NO: 26) (both con- 
taining an antisense DNA sequence), all of which containing a 15-21 bp complementary sequence on both terminal 
25 ends thereof; and external primers: MBC1HVS1 (SEQ ID NO: 27) and MBC1 HVR1 (SEQ ID NO: 28) having a homology 
to the CDR-grafting primers MBC1HGP1 and MBC1 HGP4 respectively. 

[0211] The CDR-grafting primers MBC1HGP1, MBC1HGP2, MBC1HGP3 and MBC1 HGP4 were separated on an 
urea-denatured polyacrylamide gel (Molecular Cloning: A Laboratory Manual, Sambrook, et al., Cold Spring Harbor 
Laboratory Press, 1 989), and exLracled Iherefrom by crush-and-soak method (Molecular Cloning: A Laboratory Manual, 

30 Sambrook, et al., Cold Spring Harbor Laboratory Press, 1989) in the following manner. 

[0212] Each of the CDR-grafling primers (1 nmole) was separated on a 6% denatured polyacrylamide gel to give 
DNA fragments. From the resulting DNA fragments, a DNA fragment having a desired length was identified on a silica 
gel thin plate by irradiation of UV ray and then collected therefrom by crush-and-soak method. The resulting DNA was 
dissolved in 20 \i\ of a solution containing 1 0 mM Tris-HCI (pH 7.4) and 1 mM EDTA. The PCR reaction was performed 

35 using TaKaRa ExTaq (TakaraShuzo Co., Ltd.). The PCR reaction solution(1 00 ill) comprised 1 \i\ of each of the above- 
mentioned CDR-grafting primers MBC1HGP1 , MBC1 HGP2, MBC1 HGP3 and MBC1 HGP4, 0.25 mM dNTPs and 2.5U 
of TaKaRa Ex Taq in the buffer. The PCR reaction was run for 5 cycles under the conditions: 94" C for 1 min., 55° C 
for 1 min. and 72° C for 1 min. The resulting reaction solution was added with the external primers MBC1 HVS1 and 
MBC1HVR1 (50 pmoles each). Using this reaction mixture, the PCR reaction was run for additional 30 cycles under 

40 the same conditions. The DNA fragment thus amplified was separated by agarose gel electrophoresis on a 4% Nu 
Sieve GTG agarose (FMC Bio. Products). 

[0213] An agarose segment containing a DNA fragment of 421 bp was excised, and the DNA fragment was purified 
therefrom using GENECLEANII Kit (BIO101) in accordance with the instructions included in the kit. The DNA fragment 
thus purified was precipitated with ethanol and then dissolved in 20 ^.l of a solution containing 1 0 mM Tris-HCI (pH 7.4) 
45 and 1 mM EDTA. The resulting PCR reaction mixture was usedforsubcloningof the DNA fragment into plasmidpUC19 
that had been digested with BamHI and Hindlll, and subsequently the nucleotide sequence of the resulting plasmid 
was determined. A plasmid having the correct nucleotide sequence was designated as "hMBCHv/pUC1 9". 

(ii) Construction of H-chain V-region of Humanized H-chain cDNA 

50 

[0214] To ligate to cDNA for humanized H-chain C-region Cy1 , the DNA for the humanized H-chain V-region con- 
structed in the above step was modified by PCR method. Forthe PCR method, a backward primer MBC1HVS2 was 
designed to hybridize to the sequence encoding the 5' region of the leader sequence for the V-region and to have a 
Kozak consensus sequence (Kozak et al., J. Mol. Biol. 196, 947-950, 1987) and Hindlll- and EcoRI-recognition se- 
55 quences; and a forward primer MBC1HVR2 was designed to hybridize to both the DNA sequence encoding the 3' 
region of the J region and the DNA sequence encoding the 5' region of the C-region and to have Apal- and Smal- 
recognition sequences. 

[0215] The PCR reaction was performed using TaKaRa Ex Taq (Takara Shuzo Co., Ltd.) and a buffer appended 
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thereto. The PCR reaction solution comprised 0.4 u.g of hMBCHv/pUC19 as a DNA template, 50 pmoles of each of 
MBC1 HVS2 and MBC1 HVR2 as primers, 2.5U of TaKaRa ExTaq and 0.25 mM dNTPs in the buffer. The PCR reaction 
was run for 30 cycles under the conditions: 94° C for 1 min., 55° Cfor 1 min. and 72° Cfor 1 min. The DNA fragment 
thus amplified was separated by agarose gel electrophoresis on a 3% Nu Sieve GTG agarose (FMC Bio. Products). 

s [0216] A gel segment containing a DNA fragment of 456 bp was excised, and the DNA fragment was purified there- 
from using GENECLEANII Kit (BIO101) in accordance with the instructions included in the kit. The DNA fragment thus 
purified was precipitated with ethanol and then dissolved in 20 ul of a solution containing 1 0 mM Tris-HCI (pH 7.4) and 
1 mM EDTA. The PCR reaction solution thus obtained was used for subcloning of the DNA fragment into plasmid 
pUC19 that had been digested with EcoRI and Smal, and then the resulting plasmid was sequenced. As a result, a 

'0 plasmid was obtained which contained a DNA encoding mouse H-chain V-region derived from hybridoma #23-57-1 37-1 
and also contained EcoRI- and Hindlll-recognition sequences and a Kozak sequence on the 5' region and Apal- and 
Smal-recognition sequences on the 3' region, which was designated as "hMBC1Hv/pUC19". 

(2) Construction of expression vector for humanized antibody H-chain 

[0217] Plasmid RVh-PM1f-cDNAcarryingacDNAsequenceforhPM1 antibody H-chain was digested with Apal and 
BamHI to give a DNA fragment containing a DNA fragment containing a DNA encoding the H-chain C-region. The DNA 
fragment was introduced into plasmid hMBC1 Hv/pUC1 9 that had been digested with Apal and BamHI. The obtained 
plasmid was designated as "hMBC1 HcDNA/pUC19". This plasmid contained both a DNA encoding the humanized 
20 #23-57-137-1 antibody H-chain V-region and a DNA encoding the human H-chain C-region Cy 1 and had EcoRI- and 
Hindlll-recognition sequences on the 5' region and a BamHI-recognition sequence on the 3' region. The nucleotide 
sequence and the corresponding amino acid sequence of the humanized H-chain version "a" carried on the plasmid 
hMBC1HcDNA/pUC19 are shown in SEQ ID NO: 58 and SEQ ID NO: 56 ; respectively. 

[0218] The plasmid hMBC1 HcDNA/pUC19 was digested with EcoRI and BamHI to give a DNA fragment containing 
25 a DNA encoding the H-chain. The DNAfragment was introduced into expression plasmid pCOS1 that had been digested 
with EcoRI and BamHI. As a result, an expression plasmid for a humanized antibody was obtained, which was desig- 
nated as "hMBC1 HcDNA/pCOS1 ". 

[0219] To produce a plasmid used for expression in a CHO cell, plasmid hMBC1HcDNA/pUC19 was digested with 
EcoRI and BamHI to give a DNAfragment containing a DNA encoding the H-chain. The DNA fragment was Introduced 
30 into expression vector pCHOI that had been digested with EcoRI and BamHI. As a result, an expression plasmid for 
the humani/ed antibody was oblained, which was designated as "hMBC1HcDNA/pCH01". 

(3) Construction of L-chain hybrid V-region 

35 (i) Preparation of FR1 ,2/FR3,4 hybrid antibody 

[0220] A gene forthe FR hybrid L-chain having both FRs from a humanized antibody and FRs from a mouse (chimeric) 
antibody was constructed, and evaluated each region for the humanization. In this step, a hybrid antibody having FR1 
and FR2 both derived from a human antibody and FR3 and FR4 both derived from a mouse antibody was prepared 

40 by utilizing the Aflll restriction site located on CDR2. 

[0221] Plasmids MBC1L(^)/neo and hMBC1L(A.)/neo (10ng each) were separately digested in 100 u.l of a reaction 
solution containing 10 mM Tris-HCI (pH 7.5), 10 mM MgCI 2 , 1 mM DTT, 50 mM NaCI, 0.01% (w/v) of BSA and 10 U 
of Aflll (Takara Shuzo Co., Ltd.) at 37° C for 1 hour. The reaction solutions were subjected to electrophoresis on a 2% 
low-melting agarose gel, thereby giving DNA fragments of 6282 bp (referred to as "d") and 1022 bp (referred to as 

45 "c2") from the plasmid MBC1 L(A.)/neo or DNA fragments of 6282 bp (referred to as "hi ") and 1 022 bp (referred to as 
"h2") from the plasmid hMBC1 L(^.)/neo. These DNA fragments were collected and purified from the gels using GENE- 
CLEANII Kit (BIO101). 

[0222] Each of the c1 andhl fragments (1 \ig each) was BAP-treated. The DNAfragment was extracted with phenol 
and chloroform, collected by ethanol precipitation, and then dissolved in 1 0 llI of a solution containing 10 mM Tris-HCI 

so ( P H 7.4) and 1 mM EDTA. 

[0223] The BAP-treated d and hi DNA fragments (1 u.l each) were ligated to the h2 and c2 DNA fragments (4 uJ 
each), respectively, (at 4° C overnight). Each of the ligation products was introduced into a competent cell of E. coli, 
JM1 09, to form a transformant. The transformant was cultured in 2 ml of 2xYT medium containing 50 jxg/ml of ampicillin. 
From the cell fraction, the plasmid was purified using QIAprep Spin Plasmid Kit (QIAGEN). 

55 [0224] The purified plasmid was digested in 20 u.l of a reaction solution containing 1 0 mM Tris-HCI (pH 7.5), 1 0 mM 
MgCI 2 , 1 mM DTT, and either 2U of ApaLI (Takara Shuzo Co., Ltd.) or 8U of BamHI (Takara Shuzo Co., Ltd.) and 
Hindi II (Takara Shuzo Co., Ltd.) at 37° Cfor 1 hour. It was expected that if the c1-h2 was ligated correctly, this digestion 
reaction would give fragments of 5560/1246/498 bp (by the ApaLI digestion) or fragments of 7134/269 bp (by the 
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BamHI/Hindlll digestion). Based on this expectation, the desired plasmids were identified. 

[0225] The expression vector encoding the human FR1 ,2/mouse FR3,4 hybrid antibody L-chain was designated as 
"h/mMBC1L(A)/neo". On the other hand, since a clone for the h1-d could not be obtained, recombination on a pUC 
vector was performed and then the resulting recombinant product was cloned into a HEF vector. In this procedure, 
s plasmid hMBC1 LaA/pUC1 9, which contained DNA encoding a humanized antibody L-chain V-region without any amino 
acid replacements, and plasmid hMBC1 Ld A/pUC1 9, which contained a DNA encoding a humanized antibody L-chain 
V-region with an amino acid replacement at the 91 -position amino acid tyrosine in FR3 (i.e., the 87th amino acid in 
accordance with The Kabat's prescription) by isoleucine, were used as templates. 

[0226] Plasmids MBC1 L(A)/pUC1 9, hMBC1 LaX/pUC1 9 and hMBC1 Ld A/pUC1 9 (1 Out each) were separately digest- 
10 ed in 30 u,l of a reaction solution containing 10 mM Tris-HCI (pH 7.5), 10 mM MgCI 2 , 1 mM DTT, 50 mM NaCI, 0.01% 
(w/v) of BSA, 16U of Hindlll and 4U of Aflll at 37° C for 1 hour. The reaction solutions were separately subjected to 
electrophoresis on a 2% low-melting agarose gel, thereby giving a DNA fragment of 215 bp from plasmid MBC1 L(X)/ 
pUC1 9 (referred to as "c2"') and a DNA fragment of 3218 bp from each of plasmids hMBCILa A/pUC19 and hMBCILd 
A/pUC1 9 (referred to as "ha1 "' and "hd1 "', respectively). These DNA fragments were collected and purified using GENE- 
'S CLEANII Kit (BIO101). 

[0227] Each of the hal' and hdl' fragments was ligated to the c2' fragment and then introduced into a competent cell 
of E. coli, JM1 09, to form a transformant. The transformant was cultured in 2 ml of 2xYT medium containing 50 u,g/ml 
of ampicillin. From the cell fraction, the plasmid was purified using QIAprep Spin Plasmid Kit (QIAGEN). The plasmids 
thus prepared were designated as "m/hMBC1 La A/pUC19" forthe hal 1 fragment-containing plasmid and "m/hMBC1 Ld 

20 A/pUC1 9" for the hdl 1 fragment-containing plasmid. 

[0228] Each of the obtained plasmids m/hMBC1La A/pUC19 and m/hMBC1Ld A/pUC19 was digested with EcoRI. 
The DNA fragment of 743 bp was electrophoresed on a 2% low-melting agarose gel, and then collected and purified 
therefrom using GENECLEANII Kit (BI01 01 ). The resulting DNAfragment was dissolved in 20 of a solution containing 
10 mM Tris-HCI (pH 7.4) and 1 mM EDTA. 

25 [0229] Each of the DNA fragments (4 u.1 each) was ligated to the above-obtained BAP-treated HEF vector (1 (0.1). The 
ligation product was introduced into a competent cell of E. coli, JM109, to form a transformant. The transformant was 
cultured in 2 ml of 2xYT medium containing 50 u,g/ml of ampicillin. From the cell fraction, the plasm id was purified using 
QIAprep Spin Plasmid Kit (QIAGEN). 

[0230] Each of the purified plasmids was digested in 20|il of a reaction solution containing 20 mM Tris-HCI (pH 8.5), 
30 10 mM MgCI 2 , 1 mM DTT, 100 mM KCI, 8U of Hindlll (Takara Shuzo Co., Ltd.) and 2U of Pvul (Takara Shuzo Co., 
Ltd.) at 37° Cfor 1 hour. It was expected that if the DNA fragment was inserted in the plasmid in a correct orientation, 
this digestion would give digestion fragments of 5104/2195 bp, whereas if the DNAfragment is inserted in the plasmid 
in the reverse orientation, this digestion would give digestion fragments of 4378/2926 bp. The plasmid DNA was iden- 
tified based on the expectation. The plasmids thus obtained were expression vectors encoding mouse FR1 ,2/human 
35 FR3,4 hybrid antibody L-chain, which were designated as expression vectors "m/hMBC1 La A/neo" and "m/hMBC1 Ld 
Ay neo", respectively. 

(ii) Preparation of FR1/FR2 hybrid antibody 

40 [0231] An FR1/FR2 hybrid antibody was prepared in the same manner as set forth above utilizing a SnaBI restriction 
site located on CDR1. 

[0232] Plasmids MBC1L(A)/neo and h/mMBC1L(A)/neo (10 ng each) were separately digested in 20 u.l of a reaction 
solution containing 10 mM Tris-HCI (pH 7.9), 10 mM MgCI 2 , 1 mM DTT, 50 mM NaCI, 0.01% (w/v) of BSA and 6U of 
SnaBI (Takara Shuzo Co., Ltd.) at 37° C for 1 hour. The resulting reaction solutions were further digested in 50 ul of 
45 a reaction solution containing 20 mM Tris-HCI (pH 8.5), 10 mM MgCI 2 , 1 mM DTT, 1 00 mM KCI, 0.01% (w/v) of BSA 
and 6U of Pvul at 37° C for 1 hour. 

[0233] The resulting reaction solutions were separately subjected to electrophoresis on a 1 .5% low-melting agarose 
gel, thereby giving DNA fragments of 4955 bp (ml) and 2349 bp (m2) from the plasmid MBC1L(A)/neo and DNA 
fragments of 4955 bp (hm1) and 2349 bp (hm2) from the plasmid h/mMBC1 L(A)/neo. These DNA fragments were 
so collected and purified from the gels using GENECLEANII Kit (BIO101). Each of the DNA fragments obtained was 
dissolved in 40 of a solution containing 10 mM Tris-HCI (pH 7.4) and 1 mM EDTA. 

[0234] The ml and hm1 fragments (1 ut each) were ligated to the hm2 and m2 fragments (4 \i\ each), respectively. 
Each of the resulting ligation products was introduced into a competent cell of E. coli, JM109, to form a transformant. 
The transformant obtained was cultured in 2 ml of 2xYT medium containing 50 (xg/ml of ampicillin. From the cell fraction, 
55 the plasmid was purified using QIAprep Spin Plasmid Kit QIAGEN). 

[0235] Each of the purified plasmids was digested in 20 ul of a reaction solution containing 10 mM Tris-HCI (pH 7.5), 
10 mM MgCI 2 , 1 mM DTT and either 8U of Apal (Takara Shuzo Co., Ltd.) or2U of ApaLI (Takara Shuzo Co., Ltd.) at 
37° C for 1 hour. 
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[0236] It was expected that if the fragments were ligated correctly, the digestion reaction would give a fragment of 
7304 bp (by the Apal digestion) or fragments of 5560/1246/498 bp (by the ApaLI digestion) for m1-hm2, and would 
give fragments of 6538/766 bp (by the Apal digestion) or fragments of 3535/2025/1 246/498 bp (by the ApaLI digestion) 
for hm1-m2. Based on this expectation, the plasmids were identified. As a result, an expression vector encoding a 
s human FR1/mouse FR2,3,4 hybrid antibody L-chain (designated as "hmmMBCI L(X)/neo") and an expression vector 
encoding a mouse FRI/human FR2/mouse FR3,4 hybrid antibody L-chain (designated as "mhmMBCI L(X)/neo") were 
obtained. 

(4) Construction of humanized antibody L-chain 

w 

[0237] A humanized #23-57-137-1 antibody L-chain was prepared by CDR-grafting technique by means of PCR 
method. For the preparation of a humanized #23-57-137-1 antibody L-chain (version "a") that contained FR1 , FR2 and 
FR3 derived from human antibody HSU03868 (GEN-BANK, Deftos M. et al., Scand. J. Immunol., 39, 95-103, 1994) 
and FR4 derived from human antibody S25755 (NBRF-PDB), six PCR primers were used. 

is [0238] The six primers were as follows: CDR-grafting primers MBC1 LGP1 (SEQ ID NO: 29) and MBC1 LGP3 (SEQ 
ID NO: 30), both having a sense DNA sequence, CDR-grafting primers MBC1 LGP2 (SEQ ID NO: 31) and MBC1 LGP4 
(SEQ ID NO: 32), both having an antisense DNA sequence, all of which had a 15-21 bp complementary sequence on 
the both terminal ends; and external primers MBC1LVS1 (SEQ ID NO: 33) and MBC1LVR1 (SEQ ID NO: 34) having 
a homology to the CDR-grafting primers MBC1 LGP1 and MBC1 LGP4, respectively. 

so [0239] The CDR-grafting primers MBC1 LGP1 , MBC1 LGP2, MBC1 LGP3 and MBC1 LGP4 were separated on a urea- 
denatured polyacrylamide gel (Molecular Cloning: A Laboratory Manual, Sambrook et al., Cold Spring Harbor Labo- 
ratory Press, 1989) and extracted therefrom by crush-and-soak method (Molecular Cloning: A Laboratory Manual, 
Sambrook et al., Cold Spring Harbor Laboratory Press, 1 989). 

[0240] Each of the CDR-grafting primers (1 nmole each) was separated on a 6% denatured polyacrylamide gel. The 
25 identification of the DNA fragment of a desired length was performed on a silica gel thin plate by irradiation of UV ray. 
The desired DNA fragment was collected from the gel by crush-and-soak method. The collected DNA fragment was 
dissolved in 20 ill of a solution containing 10 mM Tris-HCI (pH 7.4) and 1 mM EDTA. 

[0241] The PCR reaction was performed using TaKaRa Ex Taq (Takara Shuzo Co., Ltd.) and a buffer appended 
thereto. The PCR reaction solution comprised (per 100 1 u.l of each of the CDR-grafting primers MBC1LGP1, 

30 MBC1LGP2, MBC1LGP3 and MBC1LGP4, 0.25 mM dNTPs, 2.5U of TaKaRa Ex Taq in the buffer. The PCR reaction 
was run for 5 cycles under the conditions: 94° C for 1 min., 55° C for 1 min. and 72° C for 1 min. The resulting reaction 
mixture was added with 50 pmoles of each of the external primers MBC1LVS and MBC1LVR1 . Using this reaction 
mixture, the PCR reaction was run for additional 30 cycles under the same conditions. The DNA fragment thus amplified 
was separated by agarose gel electrophoresis on a 3% Nu Sieve GTG agarose (FMC Bio. Products). 

35 [0242] An agarose segment containing a DNA fragment of 421 bp was excised, and the DNA fragment was purified 
therefrom using GENECLEANII Kit (BIO101) in accordance with the instructions included in the kit. The PCR reaction 
mixture thus obtained was used for subcloning of the DNA fragment into plasm id pUC1 9 that had been digested with 
BamHI and Hindlll. The resulting plasmid was sequenced. The plasmid thus prepared was designated as "hMBCL/ 
pUC19". In this plasmid, however, the 104-position amino acid (corresponding to the 96th amino acid in accordance 

40 with the Kabat's prescription) of CDR4 was replaced by arginine. For the correction of this amino acid to tyrosine, a 
correction primer MBC1LGP10R (SEQ ID NO: 35) was designed and synthesized. The PCR reaction was performed 
using TaKaRa Ex Taq (Takara Shuzo Co., Ltd.) and a buffer appended thereto. The PCR reaction solution comprised 
(per 100 u.l) 0.6 iig of the plasmid hMBCL/pUC19 as a template DNA, 50 pmoles of each of the primers MBC1LUS1 
and MBC1LGP10R, 2.5U of TaKaRa Ex Taq (Takara Shuzo Co., Ltd.) and 0.25 mM dNTPs in the buffer, over which 

45 mineral oil (50 jxl) was layered. The PCR reaction was run for 30 cycles under the conditions: 94° C for 1 min., 55° C 
for 1 min. and 72° C for 1 min. The DNA fragment thus amplified was separated by agarose gel electrophoresis on a 
3% Nu Sieve GTG agarose (FMC Bio. Products). 

[0243] A gel segment containing a DNA fragment of 421 bp was excised, and the DNA fragment was purified there- 
from using GENECLEANII Kit (BI01 01 ) in accordance with the instructions included in the kit. The PCR reaction mixture 
so thus prepared was used for subcloning of the DNA fragment into plasmid pUC19 that had been digested with BamHI 
and Hindlll. 

[0244] The plasmid was sequenced using M13 Primer M4 and M1 3 Primer RV. As a result, it was confirmed that the 
plasmid had the correct sequence. The plasmid was then digested with Hindlll and Blnl, and a DNA fragment of 416 
bp was separated by electrophoresis on a 1% agarose gel. The DNA fragment was purified using GENECLEANII Kit 
55 (BIO101) in accordance with the instructions included in the kit, and then introduced into plasmid C>,/pUC1 9 that had 
been digested with Hindlll and Blnl. The resulting plasmid was designated as "hMBC1 La X/pUC1 9". This plasmid was 
digested with EcoRI to give a DNA fragment encoding humanized L-chain. The DNA fragment was introduced into 
plasmid pCOS 1 so that the initiation codon forthe humanized L-chain was located downstream to the EF1 a promoter. 
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The plasmid thus obtained was designated as "hMBC1 La A/pCOS1 ". The DNA sequence (including the corresponding 
amino acid sequence) of the humanized L-chain version "a" is shown in SEQ ID NO: 66. The amino acid sequence of 
the version "a" is also shown in SEQ ID NO: 47. 

[0245] A humanized L-chain version "b" was prepared using mutagenesis by PCR method. The version "b" was 

s designed such that the 43-position amino acid glycine (corresponding to the 43th amino acid in accordance with the 
Kabat's prescription) was replaced by proline and the 49-position amino acid lysine (corresponding to the 49th amino 
acid accordance with the Kabat's prescription) by aspartic acid in the version "a". The PCR reaction was performed 
using plasmid hMBC 1 La A/pUC1 9 as a template and a mutagenic primer MBC1 LGP5R (SEQ ID NO: 36) and a primer 
MBC1LUS1 . The DNA fragment obtained was digested with BamHI and Hindi 1 1 , and the digestion fragment was sub- 

'0 cloned into the BamHI-Hindlll site of pUC19. After sequencing, the plasmid was digested with Hindlll and Af 111, and 
the resulting digestion fragment was ligated to plasmid hMBC1 La X/pUC1 9 that had been digested with Hindlll and Afll I . 
[0246] The thus obtained plasmid was designated as "hMBC1 Lb A./pUC19". This plasmid was digested with EcoRI 
to give a DNA fragment containing a DNA encoding the humanized L-chain. The DNA fragment was introduced into 
plasmid pCOS I such that the initiation codon forthe humanized L-chain was located downstream to the EF1 a promoter. 

is The plasmid thus obtained was designated as "hMBCILb A/pCOS1". 

[0247] A humanized L-chain version "c" was prepared using mutagenesis by PCR method. The version "c" was 
designed such that the 84-position amino acid serine (corresponding to the 80th amino acid in accordance with the 
Kabat's prescription) was replaced by proline. The PCR reaction was performed using plasmid hMBCILa A,/pUC19 
as a template and a mutagenic primer MBC1 LGP6S (SEQ ID NO: 37) and a primer M13 Primer RV. The DNA fragment 

20 obtained was digested with BamHI and Hindlll and then subcloned into pUC19 that had been digested with BamHI 
and Hindlll. 

[0248] After sequencing, the plasmid was digested with BstPI and Aor51 HI, and the resulting DNA fragment was 
ligated to plasmid hMBC1 La AypUCI 9 that had been digested with BstPI and Aor51 HI. The plasmid thus obtained was 
designated as "hMBC1 Lc X/pUC1 9". This plasmid was digested with EcoRI to give a DNA fragment containing a DNA 
25 encoding the humanized L-chain. The fragment was introduced into the EcoRI site of plasmid pCOS 1 such that the 
initiation codon forthe humanized L-chain was located downstream to the EF1 a promoter. The plasmid thus obtained 
was designated as "hMBC1 Lc VpCOSI ". 

[0249] Humanized L-chain versions "d", "e" and "f" were also prepared using mutagenesis by PCR method. The 
versions "d", "e" and "f" were, designed such that the 91 -position amino acid tyrosine (corresponding to the 87th amino 

30 acid in accordance with Lhe Kabat's prescription) was replaced by isoleucine in the versions "a" , "b" and "c", respeclively 
For each of the versions "d". "e" and "f", a PCR reaction was performed using each of plasmid hMBC1 La X/pCOS1 
(for version "d"), hMBC1 Lb X /pCOS 1 (for version "e") and hMBC1 Lc X/pCOS1 (for version "f"), respectively, as a 
template, a mutagenic primer MBC1LGP11R (SEQ ID NO: 38) and a primer M-S1 (SEQ ID NO: 44). The DNA fragment 
thus obtained was digested with BamHI and Hindlll and then subcloned into pUC19that had been digested with BamHI 

35 and Hindlll. After sequencing, the plasmid was digested with Hindlll and Bin I , and the resulting digestion fragment was 
ligated to plasmid C A/pUC19 that had been digested with Hindlll and Blnl. 

[0250] The thus obtained plasmids were respectively designated as "hMBCILd X/pUC19" (for version "d"), 
"hMBCILe A/pUC19" (for version "e") and "hMBCILf A/pUC19" (for version "f"). Each of these plasmids was digested 
with EcoRI to give a DNA fragment containing a DNA encoding the humanized L-chain. The DNA fragment was intro- 

40 duced into the EcoRI site of plasmid pCOS1 such that the initiation codon for the humanized L-chain was located 
downstream to the EF1a promoter of the plasmid. The plasmids thus obtained were respectively designated as 
"hMBCILd A/pCOS1" (for version "d"), "hMBCILe WpCOSI" (for version "e") and "hMBC1LfA/pCOS1" (for version "f"). 
[0251 ] Humanized L-chain versions "g" and "h" were also prepared using mutagenesis by PCR method. The versions 
"g" and "h" were designed such that the 36-position amino acid histidine (corresponding to the 36th amino acid in 

45 accordance with the Kabat's prescription) was replaced by tyrosine in the versions "a" and "d", respectively. The PCR 
reaction was performed using a mutagenic primer MBC1LGP9R (SEQ ID NO: 39), M13 Primer RV and plasmid 
hMBCILa A/pUC19 as a template. An additional PCR was performed using the PCR product thus obtained and M13 
Primer M4 as primers and plasmid hMBC1 La X/pUC19 as a template. The DNA fragment obtained was digested with 
Hindlll and Blnl and then subcloned into plasmid CX/pUC19 that had been digested with Hindlll and Blnl. Using this 

so plasmid as a template, a PCR reaction was performed using primers MBC1 LGP13R (SEQ ID NO: 40) and MBC1 LVS1 . 
The PCR fragment obtained was digested with Apal and Hindlll and then introduced into either of plasmids hMBC1 La 
A/pUC1 9 and hMBC1 LdX/pUCI 9 that had been digested with Apal and Hindlll. The plasmids obtained were sequenced. 
Plasmids that were confirmed to contain the correct sequence were designated as "hMBC1 Lg X/pUC1 9" (for version 
"g") and "hMBC1 Lh X/pUC1 9" (for version "h"). Each of these plasmids was digested with EcoRI to give a DNA fragment 

55 containing a DNA encoding the humanized L-chain. The DNA fragment was introduced into the EcoRI site of plasmid 
pCOS1 such that the initiation codon for the humanized L-chain was located downstream to the EF1 a promoter. The 
plasmids thus obtained were respectively designated as "hMBC1 LgA, /pCOS1" (for version "g") and "hMBCILh hi 
pCOS1" (for version "h"). 
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[0252] Humanized L-chain versions "i", "j", "k", "I", "m", "n" and "o" were also prepared using mutagenesis by PCR 
method. The PCR reaction was performed using plasmid hMBCILa A7pUC19 as a template and a mutagenic primer 
MBC1 LGP14S (SEQ ID NO: 41) and a primer V1 RV (A,) (SEQ ID NO: 43). The resulting DNA fragment was digested 
with Apal and Blnl and then subcloned into plasmid hMBCILg A/pUC19 that had been digested with Apal and Bin I . 
The obtained plasmid was sequenced, and the clone into which the mutation for each version was introduced was 
selected. The thus obtained plasmid was designated as "hMBC1 Lx A/pUC 1 9 (x=i, j, k, I, m, n or o)". This plasmid was 
digested with EcoRI to give a DNA fragment containing a DNA encoding the humanized L-chain. The DNA fragment 
was introduced into the EcoRI site of plasmid pCOSI such that the initiation codon for the humanized L-chain was 
located downstream of the EF1 a promoter. The thus obtained plasmid was designated as "hMBC1 Lx >7pCOS1 " (x = 
i,j, k, I, m, n or o). The DNA sequences (including the corresponding amino acid sequences) of the versions "j", "I", "m" 
and "o" are shown in SEQ ID NOs: 67, 68, 69 and 70, respectively. The amino acid sequences of these versions are 
also shown in SEQ ID Nos: 48, 49, 50 and 51 , respectively. 

[0253] Humanized L-chain versions "p", "q", "r", "s" and "t" were designed such that the 87-position amino acid 
(tyrosine) was replaced by isoleucine in the versions "i", "j", "m", "1 " and "o", respectively. These versions were prepared 
utilizing an Aor51 Ml restriction site on FR3 and replacing that site of each of the versions "i", "j", "m", "I" or "o" by that 
site of the version "h". That is, an Aor51HI restriction fragment (514 bp) containing CDR3, a part of FR3 and the entire 
FR4were removed from an expression plasmid hMBC1LxX/pCOS1 (x = i, j, m, I oro). To the removed site, an Aor51HI 
restriction fragment (514 bp) in the expression plasmid hMBC1 Lh A/pCOS, which containing CDR3 and a part of FR3 
and the entire FR4, was ligated, so that the 91 -position amino acid tyrosine (corresponding to the 87th amino acid in 
accordance with the Kabat's prescription) was replaced by isoleucine. The resulting plasmid was sequenced. A clone 
of each of the versions "i", "j", "m" "I" and "o" in which 91 -position amino acid tyrosine (corresponding to the 87th amino 
acid in accordance with the Kabat's prescription) was replaced by isoleucine was selected. These modified versions 
respectively corresponding to the versions "i", "j", "m" "1" and "o" were designated as versions "p", "q". "s", "r" and "t", 
respectively. The obtained plasmid was designated as "hMBC1 Lx /7pCOS1 (x =p, q. s, r ort). The DNA sequences 
(including the corresponding amino acids) of the versions "q", "r", "s" and "t" are shown in SEQ ID Nos: 71 , 72, 73 and 
74, respectively. The amino acid sequences of these versions are also shown in SEQ ID Nos: 52. 53, 54 and 55, 
respectively. 

[0254] Plasmid hMBCILq X/pCOS1 was digested with Hindlll and EcoRI and then subcloned into plasmid pUC19 
that had been digested with Hindlll and EcoRI. The plasmid thus obtained was designated as "hMBCILq A/pUC19. 
[0255] The positions of the replaced amino acids in the individual versions of the humanized L-chain are shown in 
Table 2 below. 



Table 2 
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Table 2 (continued) 



Versions 


36 


43 


45 


47 


49 


80 


87 


q 


Y 




K 




D 








Y 








D 






s 


Y 




K 


V 


D 






t 


Y 






V 


D 






In Table 2, capital let 
aspartic acid; and I: isole 


ers represen 
cine. 


the following amino acids: Y: tyrosine; P: proline; K: lysine, V: valine; D: 



[0256] E. coli strains each containing plasmids hMBC1 HcDNA/pUC19 and hMBC1Lq/./pUC19 were designated as 
"Escherichia coli JM109 (hMBC1 HcDNA/pUC19)" and "Escherichia coli JM109 (hMBCILq AypUC19)", respectively, 
/ 5 which have been deposited under the terms of Budapest Treaty at the National Institute of Bioscience and Human- 
Technology, Agency of Industrial Science and Technology, Japan, (1-3, Higashi 1-chome, Tsukuba-shi, Ibaraki, Japan) 
on August 15, 1996, under the accession No. FERM BP-5629 for Escherichia coli JM109 (hMBC1 HcDNA/pUC19), 
and FERM BP-5630 for Escherichia coli JM109 (hMBC1 Lq WpUC19). 

20 (5) Transfection into COS-7 cell 

[0257] For the evaluation of the antigen-binding activity and the neutralizing activity of the hybrid antibodies and the 
humanized #23-57-137-1 antibodies, the above-prepared expression plasmids were expressed transiently in COS-7 
cells. For the transient expression of the L-chain hybrid antibodies, each of the following combinations of plasmids 

25 were co-transfected into a COS-7 cell by electroporation using Gene Pulser (Bio Rad): hMBC1 HcDNA/pCOS1 and h/ 
mMBC1L(A,)/neo; hMBC1 HcDNA/pCOS1 and m/hMBC1La A/neo; hMBC1 HcDNA/pCOS1 and m/hMBC1Ld Mieo; 
hMBC1HcDNA/pCOS1 and hmmMBCI L(X)/neo; and hMBC1HcDNA/pCOS1 and mhmMBCI L(A.)/neo, That is, a cell 
suspension (0.8 ml) of COS-7 cells in PBS(-) (1x10 7 cells/ml) was added with each combination of the plasmid DNAs 
(10 |a.g each). The resulting solution was applied with pulses at an electrostatic capacity of 1 ,500V and 25 u.F. After 1 0 

30 min. of recovery period at room temperature, the electroporated cells were suspended in DMEM medium containing 
2% Ultra Low IgG fetal calf serum (GIBCO), and then cultured using a 10-cm culture dish in a C0 2 incubator. After 
culturing for 72 hours, a culture supernatant was collected and centrifuged to remove cell debris. The solutions thus 
prepared were provided for use in the ELISA below. 

[0258] For the transient expression of the humanized #23-57-137-1 antibodies, plasmids of hMBC1 HcDNA/pCOS1 
35 and hMBCILx X/pCOS1 (x = a-t) were co-transfected into a COS-7 cell using Gene Pulser (Bio Rad) in the same 
manner as described for the above hybrid antibodies. The culture supernatants were prepared and provided for use 
in the ELISA below. 

[0259] The purification of the hybrid antibodies and the humanized antibodies from the COS-7 cell culture superna- 
tants was performed using AffiGel Protein A MAPSII Kit (Bio Rad) in accordance with the instructions included in the kit. 

40 

(6) ELISA 

(i) Determination of antibody concentration 

45 [0260] An ELISA plate for determining antibody concentration was prepared as follows. Each well of a 96-well ELISA 
plate (Maxisorp, NUNC) was coated with 100 uJ of a coating buffer (0.1 M NaHC0 3 , 0.02% NaN 3 ) containing I u,g/ml 
of goat anti-human IgG antibody (TAGO) and then blocked with 200 ul of a dilution buffer [50 mM Tris-HCI, 1 mM 
MgCI 2 , 0.1 M NaCI, 0.05%Tween 20, 0.02% NaN 3 , 1% bovine serum albumin (BSA); pH 7.2]. Each of the wells was 
added with each of the serial dilutions of the COS cell culture supernatant in which each of the hybrid antibodies and 

50 the humanized antibodies was expressed, or added with each of the serial dilutions of each of the hybrid antibodies 
and humanized antibodies in a purified form. The plate was incubated at room temperature for 1 hour and washed with 
PBS-Tween 20. Subsequently, each of the wells was added with 100u.l of alkaline phosphatase-conjugated goat anti- 
human IgG antibody (TAGO). The plate was incubated at room temperature for 1 hour and washed with PBS-Tween 
20. Subsequently, each of the wells was added with 1 mg/ml of a substrate solution ("Sigma 1 04", p-nitrophenylphos- 

55 phoric acid, SIGMA). The solution in each well was measured on its absorbance at 405 nm using Microplate Reader 
(Bio Rad) to determine the antibody concentration. In this determination, Hu IgGUi Purified (The Binding Site) was 
used as the standard substance. 
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(ii) Determination of antigen-binding ability 

[0261] An ELISA plate for determining antigen-binding ability was prepared as follows. Each well of a96-well ELISA 
plate (Maxisorp, NUNC) was coated with 100 u.l of a coating buffer containing 1 ng/ml of human PTHrP (1-34) and 

s then blocked with 200 \i\ of a dilution buffer. Subsequently, each well was added with each of the serial dilutions of the 
COS-7 cell culture supernatant in which each of the hybrid antibodies and humanized antibodies was expressed, or 
added with each of the serial dilutions of each of the hybrid antibodies and humanized antibodies in a purified form. 
The plate was incubated at room temperature and washed with PBS-Tween 20. Subsequently, each well was added 
with 100 uJ of alkaline phosphatase-conjugated goat anti-human IgG antibody (TAGO). The plate was incubated at 

'0 room temperature and washed with PBS-Tween 20. Subsequently, each well was added with 1 mg/ml of a substrate 
solution ("Sigma 1 04", p-nitrophenylphosphoric acid, SIGMA). The solution was measured on its absorbance at 405 
nm using Microplate Reader (Bio Rad). 

(7) Confirmation of activities 

(i) Evaluation of humanized H-chain 

[0262] It was found that an antibody having both a humanized H-chain version "a" and a chimeric L-chain exhibited 
the same level of PTHrP-binding activity as that of a chimeric antibody. This result suggests that the version "a" achieves 
20 the humanization of the H-chain V-region in the degree enough to evaluate the humanization. Therefore, the humanized 
H-chain version "a" was provided for use as a humanized antibody H-chain in the following experiments. 

(ii) Activity of hybrid antibodies 

25 (ii-a) FR1 ,2/FR3,4 hybrid antibody 

[0263] When the L-chain was h/mMBC1 L(X), no antigen-binding activity was observed. In contrast, when the L-chain 
was either m/hMBC1La X or m/hMBC1LdX, the same level of antigen-binding activity as that of the chimeric 
#23-57-137-1 antibody was observed (FIG. 7). These results suggest that FR3and FR4 have no problem as humanized 
30 antibodies but FR1 and FR2 contain amino acid residue(s) that need to be replaced. 

(ii-b) FR1/FR2 hybrid antibody 

[0264] When the L-chain was mhmMBCI l(X), no antigen-binding activity was observed. In contrast, when the L- 
35 chain was hmmMBCI l(X), the same level of antigen-binding activity as that of the chimeric #23-57-137-1 antibody 
was observed (FIG. 8). These results suggest that FR1 has no problem as a humanized antibody but FR2 contains 
amino acid residue(s) that need to be replaced. 

(iii) Activity of humanized antibodies 

40 

[0265] The antigen-binding activity of the humanized antibodies having the L-chain versions "a" to "t", respectively 
were determined. As a result, it was found that the humanized antibodies having the L-chain versions "j", "I" "m", "o", 
"q", "r", "s" and "t" exhibited the same levels of PTHrP-binding activity as that of the chimeric antibody. 

45 (8) Establishment of CHO cell line capable of stable production of antibody 

[0266] For establishing a cell line capable of stable production of humanized antibodies, each of the above-prepared 
expression plasmids was introduced into a CHO cell (DXB11). 

[0267] That is, the establishment of a cell line capable of stable production of a humanized antibody was performed 
so using each of the following combinations of plasmids as expression vectors for a CHO cell; hMBC1 HcDNA/pCHOI 
and hMBC1 Lm A/pCOS1 ; hMBC1 HcDNA/pCHOI and hMBC1 LqX/pCOS1 ; and hMBC1 HcDNA/pCHOI and hMBC1 Lr 
A/pCOS1 . The plasmids were co-transfected into a CHO cell by electroporation using Gene Pulser (Bio Rad). Subse- 
quently, the expression vectors were separately cleaved with restriction enzyme Pvul to give linear DNA fragments. 
The resulting DNA fragments were extracted with phenol and chloroform and then precipitated with ethanol. The DNA 
55 fragments thus prepared were used in the subsequent electroporation. That is, the plasmid DNA fragments (10 u.g 
each) were added to 0.8 ml of a cell suspension of CHO cells in PBS(-) (1x10 7 cells/ml). The resulting solution was 
applied with pulses at an electrostatic capacity of 1 ,500V and 25 u.F. After 10 min. of recovery period at room temper- 
ature, the cells thus treated were suspended in MEM- a medium (GIBCO) containing 10% fetal calf serum (GIBCO), 
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and then cultured in a C0 2 incubator using 96-well plates (Falcon). On the day following the culturing being started, 
the medium was replaced by ribonucleoside- or deoxyribonucleoside-free MEM- a selective medium containing 1 0% 
fetal calf serum (GIBCO) and 500 mg/ml of GENETICIN (G418Sulfate; GIBCO). From the culture medium, cells into 
which the antibody gene was introduced were selected. The culture medium was replaced by a fresh one. About two 
weeks after the medium replacement, the cells were observed microscopically. When a satisfactory cell growth was 
observed, the amount of the antibodies produced was determined by conventional ELISA for determination of antibody 
concentration as set forth above. Among the cells, those cells which produced a larger amount of antibodies were 



[0268] The culturing of the established cell line capable of stable production of antibodies was scaled up in a roller 
bottle using a ribonucleoside- or deoxyribonucleoside-free MEM-a medium containing 2% Ultra Low IgG fetal calf 
serum. On each of day 3 and day 4 of the culturing, the culture supernatant was collected and filtered on a 0.2-um 
filter (Millipore) to remove cell debris therefrom. The purification of the humanized antibodies from the culture super- 
natant of the CHO cells was performed using POROS Protein A Column (PerSeptive Biosystems) on ConSep LC100 
(Millipore) in accordance with the appended instructions. The humanized antibodies were provided for use in the de- 
termination of neutralizing activity and examination of pharmacological efficacy in hypercalcemic model animals. The 
concentration and the antigen-binding activity of the purified humanized antibodies were determined by the ELISA 
system as set forth above. 

[REFERENCE EXAMPLE 5] Determination of neutralizing activity 

[0269] The determination of neutralizing activity of the mouse antibodies, the chimeric antibodies and the humanized 
antibodies was performed using rat myeloma cell line ROS1 7/2.8-5 cells. The ROS1 7/2.8-5 cells were cultured in 
Ham'S F-12 medium (GIBCO) containing 10% fetal calf serum (GIBCO) in a C0 2 incubator. The ROS17/2.8-5 cells 
were seeded into each well of a 96-well plate at a density of 10 4 cells/100 u.l/well and cultured for one day. After the 
culturing was completed, the culture medium was replaced by Ham'S F-12 medium (GIBCO) containing 4 mM Hydro- 
cortisone and 1 0% fetal calf serum. After culturing for three to four days, the cultured cells were washed with 260 \i\ 
of Ham'S F-12 medium (GIBCO), and then added with 80 jil of Ham's F-12 medium containing 1 mM isobutyl-1 -methyl 
xanthine (IBMX, SIGMA), 10% fetal calf serum and 10 mM HEPES. The resulting mixture was incubated at 37° Cfor 
30 min. 

[0270] The culture mediums of the mouse antibodies, the chimeric antibodies and the humanized antibodies to be 
tested for neutrali/ing activity were previously diluted serially in the following dilution series: [10 ng/ml, 3.3 u.g/ml, 1.1 
ug/ml and 0.37 ug/ml], [10 u.g/ml, 2 u.g/ml, 0.5 ng/ml and 0.01 u.g/ml] and [10 jig/ml, 5 ug/ml, 1 .25 ug/ml, 0.63 u.g/ml 
and 0.31 u,g/mr]. Each of the diluted antibody sample solutions was mixed with an equivalent amount of 4 ng/ml of 
PTHrP (1 -34). The resulting mixed solution (80 u,l) was added to each well. In each well, the final concentration of each 
antibody became a quarter of the above-mentioned concentration of the antibody, and accordingly the concentration 
of PTHrP (1-34) became 1 ng/ml. After the treatment at room temperature for 10 min., the culture supernatant was 
removed and the residue was washed with PBS three times. Subsequently, cAMP in the cells was extracted with 100 
ul of a 0.3% HCI-95% ethanol and then evaporated using a water jet aspiratorto remove the HCI-ethanol. The residue 
was dissolved in 120 u.l of ElAbufferappendedtocAMP EIA Kit (CAYMAN CHEMICAL'S) to extract the cAMP therefrom. 
The cAMP was determined using cAMP EIA Kit (CAYMAN CHEMICAL'S) in accordance with the instructions included 
in the kit. As a result, it was found that, among the humanized antibodies having the same levels of antigen-binding 
activity as that of the chimeric antibody, those antibodies having L-chain versions "q", "r", "s" and "t" (in which the 
91 -position tyrosine was replaced by isoleucine) exhibited the similar neutralizing activity to that of the chimeric anti- 
body, and that antibody having a L-chain version "q" exhibited the strongest neutralizing activity. 

Sequence Listing Free Text 

[0271] 

SEQ ID NO: 1 Synthesized DNA 
SEQ ID NO: 2 Synthesized DNA 
SEQ ID NO: 3 Synthesized DNA 
SEQ ID NO: 4 Synthesized DNA 
SEQ ID NO: 5 Synthesized DNA 
SEQ ID NO: 6 Synthesized DNA 
SEQ ID NO: 7 Synthesized DNA 
SEQ ID NO: 8 Synthesized DNA 
SEQ ID NO: 9 Synthesized DNA 
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SEQ 


ID NO: 


10 Synthesized DNA 




SEQ 


ID NO: 


11 Synthesized DNA 




SEQ 


ID NO: 


12 Synthesized DNA 




SEQ 


ID NO: 


13 Synthesized DNA 


5 


SEQ 


ID NO: 


14 Synthesized DNA 




SEQ 


ID NO: 


15 Synthesized DNA 




SEQ 


ID NO: 


16 Synthesized DNA 




SEQ 


ID NO: 


17 Synthesized DNA 




SEQ 


ID NO: 


18 Synthesized DNA 


10 


SEQ 


ID NO: 


19 Synthesized DNA 




SEQ 


ID NO: 


20 Synthesized DNA 




SEQ 


ID NO: 


21 Synthesized DNA 




SEQ 


ID NO: 


22 Synthesized DNA 




SEQ 


ID NO: 


23 Synthesized DNA 


15 


SEQ 


ID NO: 


24 Synthesized DNA 




SEQ 


ID NO: 


25 Synthesized DNA 




SEQ 


ID NO: 


26 Synthesized DNA 




SEQ 


ID NO: 


27 Synthesized DNA 




SEQ 


ID NO: 


28 Synthesized DNA 


20 


SEQ 


ID NO: 


29 Synthesized DNA 




SEQ 


ID NO: 


30 Synthesized DNA 




SEQ 


ID NO: 


31 Synthesized DNA 




SEQ 


ID NO: 


32 Synthesized DNA 




SEQ 


ID NO: 


33 Synthesized DNA 


25 


SEQ 


ID NO: 


34 Synthesized DNA 




SEQ 


ID NO: 


35 Synthesized DNA 




SEQ 


ID NO: 


36 Synthesized DNA 




SEQ 


ID NO: 


37 Synthesized DNA 




SEQ 


ID NO: 


38 Synthesized DNA 








39 Synlhesi/ed DNA 




SEQ 


ID NO: 


40 Synthesized DNA 




SEQ 


ID NO: 


41 Synthesized DNA 




SEQ 


ID NO: 


42 Synthesized DNA 




SEQ 


ID NO: 


43 Synthesized DNA 


35 


SEQ 


ID NO: 


44 Synthesized DNA 



[0272] All publications, patents and patent applications cited herein are incorporated by reference in their entirety. 
INDUSTRIAL APPLICABILITY 

40 

[0273] The present invention provides a therapeutic agent for diseases caused by PTH or PTHrP, which comprises, 
as an active ingredient, an agonist or antagonist binding to a PTH receptor or PTHrP receptor, or a substance binding 
to a ligand of the receptor to promote or inhibit binding between the ligand and the receptor. 

45 
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SEQUENCE LISTING 

<H0> CHUGAI SEIYAKU KABUSHIKI KAISHA. 

<120> Therapeutic agent for diseases caused with PTH or PTHrP 

<130> PH-945-FCT 

<150> JP 11-189793 
<151> 1999-07-02 

<160> 75 

<170> Patentln Ver. 2.0 

<210> 1 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 1 

aaatagccct tgaccaggca 20 

<210> 2 
<211> 38 
<212> DNA 
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<2l3> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 2 

ctggttcggc ccacctctga aggttccaga atcgatag 38 

<210> 3 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 3 

ggatcccggg ccagtggata gacagatg 28 

<210> 4 
<2ll> 29 

<2l2> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 4 

ggatcccggg tcagrggaag gtggraaca 29 
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<2l0> 5 
<2ll> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 5 

gttttcccag tcacgac 17 

<210> 6 
<211> 17 
<212> DNA 

<213> Artificial Seauence 
<220> 

<223> Synthetic DM 
<400> 6 

caggaaacag ctatgac 17 

<210> 7 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> Synthetic DNA 
<400> 7 

gtctaagctt ccaccatgaa acttcgggct c 31 

<210> 8 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 8 

tgttggatcc ctgcagagac agtgaccaga 30 

<210> 9 
<211> 36 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 9 

gtctgaattc aagcttccac catggggttt gggctg 36 



<210> 10 
<211>41 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 10 

tttcccgggc ccttggtgga ggctgaggag acggtgacca g 41 

<210> 11 
<211> 109 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 11 

gtctgaattc aagcttagta cttggccagc ccaaggccaa ccccacggtc accctgttcc 60 
cgccctcctc tgaggagctc caagccaaca aggccacact agtgtgtct 109 

<210> 12 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
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<400> 12 

ggtttggtgg tctccactcc cgccttgacg gggctgccat ctgccttcca ggccactgtc 60 
acagctcccg ggtagaagtc actgatcaga cacactagtg tggccttgtt HO 

<210> 13 
<211> 98 
<212> DNA 

<213> Artificial Sequence 
<22Q> 

<223> Synthetic DNA 
<400> 13 

ggagtggaga ccaccaaacc ctccaaacag agcaacaaca agtacgcggc cagcagctac GO 
ctgagcctga cgcccgagca gtggaagtcc cacagaag 98 

<210> 14 
<211> 106 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DM 
<400> 14 

tgttgaattc ttactatgaa cattctgtag gggccactgt cttctccacg gtgctccctt 60 
catgcgtgac ctggcagctg tagcttctgt gggacttcca ctgctc 106 

<210> 15 
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<2ll> 43 
<2l2> DM 

<2l3> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 15 

gtctgaattc aagcttagta cttggccagc ccaaggccaa ccc 43 

<210> 16 
<211> 20 
<212> DNA. 

<213> Artificial Sequence 
<220> 

<223> Synthetic DM 
<400> 16 

tgttgaattc ttactatgaa 20 

<210> 17 
<2U> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
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<400> 17 

caacaagtac gcggccagca gctacctgag cctgacgcc 39 

<210> 18 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 18 

gtagctgctg gccgcgtact tgttgttgct ctgtttgga 39 

<210> 19 
<211> 46 
<212> DNA 

<213> Artificial Seauence 
<220> 

<223> Synthetic DNA 
<400> 19 

gtctgaattc aagcttagtc ctaggtcgaa ctgtggctgc accatc 46 

<210> 20 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Synthetic DNA 
<400> 20 

tgttgaattc ttactaacac tctcccctgt tgaa 34 

<2l0> 21 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 21 

gtctaagctt ccaccatggc ctggactcct ctctt 35 

<210> 22 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 22 

tgttgaattc agatctaact acttacctag gacagtgacc ttggtccc 48 
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<2l0> 23 
<2ll> 128 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 23 

gtctaagctt ccaccatggg gtttgggctg agctgggttt tcctcgttgc tcttttaaga 60 
ggtgtccagt gtcaggtgca gctggtggag tctgggggag gcgtggtcca gcctgggagg 120 
tccctgag 128 

<210> 24 
<211> 125 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 24 

accattagta gtggtggtag ttacacctac tatccagaca gtgtgaaggg gcgattcacc 60 
atctccagag acaattccaa gaacacgctg tatctgcaaa tgaacagcct gagagctgag 120 
gacac 125 

<210> 25 
<211> 132 
<212> DNA 
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<213> Artificial Seauence 
<220> 

<223> Synthetic DNA 
<400> 25 

ctaccaccac tactaatggt tgccacccac tccagcccct tgcctggagc ctggcggacc 60 
caagacatgc catagctact gaaggtgaat ccagaggctg cacaggagag tctcagggac 120 
ctcccaggct gg 132 

<210> 26 
<211> 110 
<212> DNA 

<213> Artificial Senuence 
<220> 

<223> Synthetic DNA 
<400> 26 

tgttggatcc ctgaggagac ggtgaccagg gttccctggc cccagtaagc aaagtaagtc 60 
atagtagtct gtctcgcaca gtaatacaca gccgtgtcct cagctctcag 110 

<210> 27 
<211> 30 
<212> DNA 

<213> Artificial Secuence 
<220> 

<223> Synthetic DNA 
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<400> 27 

gtctaagctt ccaccatggg gtttgggctg 30 

<210> 28 
<211> 30 
<212> DNA 

<2l3> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 28 

tgttggatcc ctgaggagac ggtgaccagg 30 

<210> 29 
<2ll> 133 
<212> DNA 

<213> Artificial Seauence 
<220> 

<223> Synthetic DNA 
<400> 29 

acaaagcttc caccatggcc tggactcctc tcttcttctt ctttgttctt cattgctcag 60 
gttctttctc ccagcttgtg ctgactcaat cgccctctgc ctctgcctcc ctgggagcct 120 
cggtcaagct cac 133 

<210> 30 
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<2ll> l IS 
<2l2> DNA 

<2l3> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 30 

agcaagatgg aagccacagc acaggtgatg ggattcctga tcgcttctca ggctccagct 60 
ctggggctga gcgctacctc accatctcca gcctccagtc tgaggatgag gctgacta 118 

<210> 31 
<211> 128 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 31 

ctgtggcttc catcttgctt aagtttcatc aagtaccgag ggcccttctc tggctgctgc 60 
tgatgccatt caatggtgta cgtactgtgc tgactactca aggtgcaggt gagcttgacc 120 
gaggctcc 128 

<210> 32 
<211> 114 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Synthetic DNA 
<400> 32 

cttggatccg ggctgaccta ggacggtcag tttggtccct ccgccgaaca ccctcacaaa 60 
ttgttcctta attgtatcac ccacaccaca gtaatagtca gcctcatcct caga 1 14 

<210> 33 
<211> 17 
<212> DNA 

<213> Artificial Sentience 
<220> 

<223> Synthetic DNA 
<400> 33 

acaaagcttc caccatg 17 

<210> 34 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 



<400> 34 

cttggatccg ggctgacct 



19 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (i) - Page 49 of 92 



EP1 197 225 A1 

<2l0> 35 
<2ll> 75 
<2l2> DNA 

<2l3> Artificial Sentience 
<220> 

<223> Synthetic DNA 
<400> 35 

cttggatccg ggctgaccta ggacggtcag tttggtccct ccgccgaaca cgtacacaaa 60 
ttgttcctta attgt 75 

<2l0> 36 
<21l> 43 
<2l2> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 36 

aaaggatcct taagatccat caagtaccga gggggcttct ctg 43 

<2l0> 37 
<2ll> 46 
<2l2> DNA 

<213> Artificial Sequence 
<220> 
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<223> Synthetic DNA 
<400> 37 

acaaagctta gcgctacctc accatctcca gcctccagcc tgagga 46 

<210> 38 
<211> 111 
<212> DNA 

<2l3> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 38 

cttggatccg ggctgaccta ggacggtcag tttggtccct ccgccgaaca cgtacacaaa 60 
ttgttcctta attgtatcac ccacaccaca gatatagtca gcctcatcct c 111 

<2lO> 39 
<2ll> 42 
<212> DNA 

<213> Artificial Seauence 
<220> 

<223> Synthetic DNA 
<400> 39 

cttctctggc tgctgctgat accattcaat ggtgtacgta ct 42 



<2lO> 40 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (i) - Page 51 of 92 



EP1 197 225 A1 

<2ll> 26 
<2l2> DNA 

<2l3> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 40 

cgagggccct tctctggctg ctgctg 26 

<2l0> 41 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 41 

gagaagggcc ctargtacst gatgrawctt aagca 35 

<210> 42 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
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<400> 42 

cacgaattca ctatcgattc tggaaccttc agagg 35 

<2l0> 43 
<2ll> 18 
<212> DNA 

<213> Artificial Seauence 
<220> 

<223> Synthetic DNA 
<400> 43 

ggcttggagc tcctcaga 18 

<210> 44 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 44 

gacagtggtt caaagttttt 20 

<210> 45 
<211> 118 
<212> PRT 
<213> Mus musculus 
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<400> 45 

Gin Leu Val Leu Thr Gin Ser Ser Ser Ala Ser Phe Ser Leu Gly Ala 

15 10 15 

Ser Ala Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Leu Lys Pro Pro Lys Tyr Val Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Asp Arg Tyr Leu Ser lie Ser 
65 70 75 80 

Asn He Gin Pro Glu Asp Glu Ala Met Tyr He Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Val 

100 105 110 

Thr Val Leu Gly Gin Pro 
115 

<210> 46 
<211> 118 
<212> PRT 
<213> Mus niusculus 

<400> 46 

Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Lys Pro Gly Gly 

15 10 15 

Ser Leu Lys Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Ser Tyr 
20 25 30 
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Gly Met Ser Trp lie Arg Gin Thr Pro Asp Lys Arg Leu Glu Trp Val 

35 40 45 

Ala Thr He Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro Asp Ser Val 

50 55 60 

Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Thr Leu Tyr 
65 70 75 80 

Leu Gin Met Ser Ser Leu Lys Ser Glu Asp Thr Ala Met Phe Tyr Cys 

85 90 95 

Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly Gin Gly Thr 

100 105 110 

Leu Val Thr Val Ser Ala 
1 15 



<210> 47 
<211> 116 
<212> PRT 
<213> Homo sapi> 



<400> 47 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp His Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 

35 40 45 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 
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Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

ioo 105 no 

Thr Val Leu Gly 
115 



<210> 48 
<211> 118 
<212> PRT 
<213> Homo sapiens 

<400> 48 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Leu Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly lie Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 TO 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 110 

Thr Val Leu Gly Gin Pro 
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<210> 49 
<211> 118 
10 <212> PRT 

<213> Homo sapiens 

<400> 49 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 
20 1 5 10 lb 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 
20 25 30 

25 1 le Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Val Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly lie Pro Asp 

30 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr lie Ser 
35 65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

40 Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 110 

Thr Val Leu Gly Gin Pro 

45 

115 

so <210> 50 

<211> 118 
<212> PRT 

55 

<213> Homo sapiens 
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<400> 50 

5 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 
15 10 15 

io Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
20 50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

25 Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

30 

100 105 310 

Thr Val Leu Gly Gin Pro 



<210> 51 
<211> 118 
<212> PRT 
<213> Homo sapiens 

<400> 51 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 
20 25 30 



57 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (i) - Page 58 of 92 



EP1 197 225 A1 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Val Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly lie Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 110 

Thr Val Leu Gly Gin Pro 
115 

<210> 52 
<211> 118 
<212> PRT 
<213> Homo sapiens 

<400> 52 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

lie Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Leu Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly lie Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 
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Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 110 

Thr Val Leu Gly Gin Pro 
115 



<210> 53 
<211> 118 
<212> PRT 
<213> Homo sapiens 



<400> 53 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 110 

Thr Val Leu Gly Gin Pro 
115 
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<210> 54 
<2ll> 138 
<212> PRT 
<213> Homo sapiens 

<400> 54 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

lie Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Val Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr lie Cys Gly Val Gly Asp 

85 90 95 

Thr lie Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 110 

Thr Val Leu Gly Gin Pro 
115 

<210> 55 
<2U> 118 
<212> PRT 
<213> Homo sapiens 
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<400> 55 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Yal Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Val Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr lie Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr lie Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 

100 105 110 

Thr Val Leu Gly Gin Pro 
115 

<210> 56 
<211> 118 
<212> PRT 
<213> Homo sapiens 



<400> 56 

Gin Val Gin Leu Val Glu Ser Gly Gly Gly Val Val Gin Pro Gly Arg 
50 1 5 10 15 

Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Ser Tyr 

20 25 30 

Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
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35 40 45 

Ala Thr He Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro Asp Ser Val 

5 

50 55 60 

Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ser Lys Asn Thr Leu Tyr 
« 65 70 75 80 

Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 

85 90 95 

Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly Gin Gly Thr 
100 105 HO 

20 Leu Val Thr Val Ser Ser 

1 15 

25 <210> 57 

<211> 411 
<212> DNA 

30 

<213> Mus musculus 

<220> 
<221> CDS 
<222> (1).. (411) 

40 

<220> 

<221> mat_peptide 
<222> (58).. (411) 

so <400> 57 

atg aac ttc ggg etc age ttg att ttc ctt gec etc att tta aaa ggt 48 

Met Asn Phe Gly Leu Ser Leu He Phe Leu Ala Leu He Leu Lys Gly 
-15 -10 -5 
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gtc cag tgt gag gtg caa ctg gtg gag tct ggg gga gac tta gtg aag 96 
Val Gin Cys Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Lys 

-ll 5 10 

cct gga ggg tec ctg aaa etc tec tgt gca gee tct gga ttc act ttc 144 
Pro Gly Gly Ser Leu Lys Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe 

15 20 25 

agt age tat ggc atg tct tgg att cgc cag act cca gac aag agg ctg 192 
Ser Ser Tyr Gly Met Ser Trp He Arg Gin Thr Pro Asp Lys Arg Leu 
30 35 40 45 

gag tgg gtc gca acc att agt agt ggt ggt agt tac acc tac tat cca 240 
Glu Trp Val Ala Thr He Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro 

50 55 60 

gac agt gtg aag ggg cga ttc acc ate tec aga gac aat gec aag aac 288 
Asp Ser Val Lys Gly Arg Phe Thr lie Ser Arg Asp Asn Ala Lys Asn 

65 70 75 

acc eta tac ctg caa atg age agt ctg aag tct gag gac aca gec atg 336 
Thr Leu Tyr Leu Gin Met Ser Ser Leu Lys Ser Glu Asp Thr Ala Met 

80 85 90 

ttt tac tgt gca aga cag act act atg act tac ttt get tac tgg ggc 384 
Phe Tyr Cys Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly 

95 100 105 

caa ggg act ctg gtc act gtc tct gca 411 
Gin Gly Thr Leu Val Thr Val Ser Ala 
110 115 

<210> 58 
<211> 411 
<212> DNA 
<213> Homo sapiens 
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<220> 
<22l> CDS 
<222> (1).. (411) 

<220> 

<221> matjeptide 
<222> (58).. (411) 

<400> 58 

atg ggg ttt ggg ctg age tgg gtt ttc etc gtt get ctt tta aga ggt 48 
Met Gly Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg Gly 

-15 -10 -5 

gtc cag tgt cag gtg cag ctg gtg gag tct ggg gga ggc gtg gtc cag 96 
Val Gin Cys Gin Val Gin Leu Val Glu Ser Gly Gly Gly Val Val Gin 

-11 5 10 

cct ggg agg tec ctg aga etc tec tgt gca gec tct gga ttc acc ttc 144 
Pro Gly Arg Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe 

15 20 25 

agt age tat ggc atg tct tgg gtc cgc cag get cca ggc aag ggg ctg 192 
Ser Ser Tyr Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu 
30 35 40 45 

gag tgg gtg gca acc att agt agt ggt ggt agt tac acc tac tat cca 240 
Glu Trp Val Ala Thr He Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro 

50 55 60 

gac agt gtg aag ggg cga ttc acc ate tec aga gac aat tec aag aac 288 
Asp Ser Val Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ser Lys Asn 

65 70 75 

acg ctg tat ctg caa atg aac age ctg aga get gag gac acg get gtg 336 
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Thr Leu Tyr Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Yal 

80 85 90 

tat tac tgt gcg aga cag act act atg act tac ttt get tac tgg ggc 384 
Tyr Tyr Cys Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly 

95 100 105 

cag gga acc ctg gtc acc gtc tec tea 411 
Gin Gly Thr Leu Val Thr Val Ser Ser 
110 115 

<210> 59 
<211> 11 
<212> PRT 
<213> Homo sapiens 

<400> 59 

Lys Ala Ser Gin Asp Val Asn Thr Ala Val Ala 
1 5 10 

<210> 60 
<211> 7 
<212> PRT 
<213> Homo sapiens 

<400> 60 

Ser Ala Ser Asn Arg Tyr Thr 

1 5 

<210> 61 
<211> 9 
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<2l2> PRT 

<213> Homo sapiens 

5 

<400> 61 

10 Gin Gin His Tyr Ser Thr Pro Phe Thr 

1 5 

<210> 62 
<211> 5 
<212> PRT 
<213> Homo sapiens 

<400> 62 

Pro Tyr Trp Met Gin 

1 5 

30 

<210> 63 
35 <211> 16 

<212> PRT 
<213> Homo sapiens 

40 

<400> 63 

Ser He Phe Gly Asp Gly Asp Thr Arg Tyr Ser Gin Lys Phe Lys Gly 

45 

15 10 15 

so <210> 64 

<211> 11 
<2I2> PRT 

55 

<213> Homo sapiens 
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<400> 64 

Gly Leu Arg Arg Gly Gly Tyr Tyr Phe Asp Tyr 
l 5 10 

<210> 65 
<211> 411 
<212> DNA 
<213> Mus misculus 

<220> 
<221> CDS 
<222> (1).. (411) 

<220> 

<221> matjeptide 
<222> (58).. (411) 

<400> 65 

atg gcc tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec caa ctt gtg etc act cag tea tct tea gcc tct ttc tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Ser Ser Ala Ser Phe Ser 

-11 5 10 

ctg gga gcc tea gca aaa etc acg tgc acc ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Ala Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag caa cag cca etc aag cct cct aag 192 
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Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Leu Lys Pro Pro Lys 
30 35 40 45 

tat gtg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tct gga tec age tct ggt get gat cgc tac ctt 288 
He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Asp Arg Tyr Leu 

65 70 75 

age att tec aac ate cag cca gaa gat gaa gca atg tac ate tgt ggt 336 
Ser He Ser Asn He Gin Pro Glu Asp Glu Ala Met Tyr He Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tat gtt ttc ggc ggt ggg 384 
Val Gly Asp Thr lie Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

ace aag gtc act gtc eta ggt cag ccc 411 
Thr Lys Val Thr Val Leu Gly Gin Pro 
110 115 

<210> 66 
<211> 411 
<212> DNA 
<213> Homo sapiens 

<220> 
<221> CDS 
<222> (1).. (411) 

<220> 

<221> matjeptide 
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<222> (58).. (4 ID 
<400> 66 

atg gcc tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec cag ctt gtg ctg act caa teg ccc tct gcc tct gcc tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

ctg gga gcc teg gtc aag etc acc tgc acc ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg cat cag cag cag cca gag aag ggc cct egg 192 
Thr Tyr Thr He Glu Trp His Gin Gin Gin Pro Glu Lys Gly Pro Arg 
30 35 40 45 

tac ttg atg aaa ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Leu Met Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat tac tgt ggt 336 
Thr lie Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
Val Gly Asp Thr lie Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggt cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
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110 115 

<210> 67 
<211> 411 
<212> DNA 
<213> Homo sapiens 

<220> 
<221> CDS 
<222> (1).. (411) 

<220> 

<221> iat_peptide 
<222> (58).. (411) 

<400> 67 

atg gcc tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec cag ctt gtg ctg act caa teg ccc tct gcc tct gcc tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

ctg gga gcc teg gtc aag etc ace tgc ace ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct aag 192 
Thr Tyr Thr lie Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys 
30 35 40 45 

tac ctg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
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Tyr Leu Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala GIu Arg Tyr Leu 

65 70 '" 75 

acc ate tec age etc cag tct gag gat gag get gac tat tac tgt ggt 336 
Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
Yal Gly Asp Thr lie Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggc cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 68 
<211> 411 
<212> DNA 
<213> Homo sapiens 

<220> 
<221> CDS 
<222> (1).. (411) 

<220> 

<221> mat jeptide 
<222> (58).. (411) 

<400> 68 
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atg gcc tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec cag ctt gtg ctg act caa teg ccc tct gcc tct gcc tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

ctg gga gcc teg gtc aag etc acc tgc acc Itg agt agt cag cac agt 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct aag 192 
Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys 
30 35 40 45 

tac gtg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat tac tgt ggt 336 
Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggc cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 69 
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<21l> 41 1 
<212> DNA 
<213> Homo sapiens 

<220> 
<221> CDS 
<222> (1).. (411) 

<220> 

<221> mat_peptide 
<222> (58).. (411) 

<400> 69 

atg gcc tgg act cct etc ttc ttc ttc ttt 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe 
-15 -10 
tct ttc tec cag ctt gtg ctg act caa teg 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser 

-1 1 5 
ctg gga gcc teg gtc aag etc acc tgc ace 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr 

15 20 
acg tac acc att gaa tgg tat cag cag cag 
Thr Tyr Thr lie Glu Trp Tyr Gin Gin Gin 
30 35 
tac ctg atg gat ctt aag caa gat gga age 
Tyr Leu Met Asp Leu Lys Gin Asp Gly Ser 
50 55 
att cct gat cgc ttc tea ggc tec age tct 



gtt ctt cat tgc tea ggt 48 
Val Leu His Cys Ser Gly 
-5 

ccc tct gcc tct gcc tec 96 
Pro Ser Ala Ser Ala Ser 
10 

ttg agt agt cag cac agt 144 
Leu Ser Ser Gin His Ser 
25 

cca gag aag ggc cct agg 192 
Pro Glu Lys Gly Pro Arg 
40 45 
cac age aca ggt gat ggg 240 
His Ser Thr Gly Asp Gly 
60 

ggg get gag cgc tac etc 288 
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He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat tac tgt ggt 336 
Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg He ggc gga ggg 384 
Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Yal Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggc cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 70 
<211> 41 1 
<212> DNA 
<213> Homo sapiens 

<220> 
<221> CDS 
<222> (1).. (411) 

<220> 

<221> matjeptide 
<222> (58).. (411) 

<400> 70 

atg gec tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 

Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 
-15 -10 -5 
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tct ttc tec cag ctt gtg ctg act caa teg ccc tct gec tct gec tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-ll 5 10 

ctg gga gec teg gtc aag etc ace tgc acc ttg agt agt cag cac agt. 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct agg 192 
Thr Tyr Thr He GIu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg 
30 35 40 45 

tac gtg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat tac tgt ggt 336 
Thr lie Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggc cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 71 
<211> 411 
<212> DNA 
<213> Homo sapiens 
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<220> 
<221> CDS 
<222> (1).. (411) 

<220> 

<221> lat jeptide 
<222> (58).. (411) 

<400> 71 

atg gcc tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 

Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 
tct ttc tec cag ctt gtg ctg act caa teg ccc tct gcc tct gcc tec 96 

Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

ctg gga gcc teg gtc aag etc ace tgc ace ttg agt agt cag cac agt 144 

Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct aag 192 

Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys 

30 35 40 45 

tac ctg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 

Tyr Leu Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 

He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat ate tgt ggt 336 
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Thr lie Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg (tc ggc gga ggg 384 
Val Gly Asp Thr lie Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta gge cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 72 
<211> 411 
<212> DNA 
<213> Homo sapiens 

<220> 
<22l> CDS 
<222> (1).. (411) 

<220> 

<221> maLpeptide 
<222> (58).. (411) 

<400> 72 

atg gec tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Yal Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec cag ctt gtg ctg act caa teg ccc tct gec tct gec tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 
-11 5 10 
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ctg gga gcc teg gtc aag etc acc tgc acc ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Yal Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct agg 192 
Thr Tyr Thr lie Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg 
30 35 40 45 

tac ctg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Leu Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat ate tgt ggt 336 
Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
Val Gly Asp Thr lie Lys Glu Gin Phe Yal Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggc cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 73 
<211> 411 
<212> DNA 
<213> Homo sapiens 

<220> 
<221> CDS 
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<222> (I).. (411) 
<220> 

<221> matjeptide 
<222> (58).. (411) 

<400> 73 

atg gcc tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 48 
Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

tct ttc tec cag ctt gtg ctg act caa teg ccc tct gcc tct gcc tec 96 
Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

ctg gga gcc teg gtc aag etc acc tgc acc ttg agt agt cag cac agt 144 
Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct aag 192 
Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys 
30 35 40 45 

tac gtg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat ate tgt ggt 336 
Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr lie Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
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Val Gly Asp Thr He 
95 

acc aaa ctg acc gtc 
Thr Lys Leu Thr Yal 
110 

<210> 74 
<211> 411 
<212> DNA 
<213> Homo sapiens 

<220> 
<221> CDS 
<222> (1).. (411) 

<220> 

<221> matjeptide 
<222> (58).. (411) 

<400> 74 

atg gcc tgg act cct etc ttc 
Met Ala Trp Thr Pro Leu Phe 
-15 

tct ttc tec cag ctt gtg ctg 
Ser Phe Ser Gin Leu Val Leu 
-I 1 

ctg gga gcc teg gtc aag etc 
Leu Gly Ala Ser Val Lys Leu 
15 20 



Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

100 105 
eta ggc cag ccc 411 
Leu Gly Gin Pro 
115 



ttc ttc ttt gtt ctt cat tgc tea ggt 48 

Phe Phe Phe Val Leu His Cys Ser Gly 

-10 -5 

act caa teg ccc tct gcc tct gcc tec 96 

Thr Gin Ser Pro Ser Ala Ser Ala Ser 

5 10 

acc tgc acc ttg agt agt cag cac agt 144 

Thr Cys Thr Leu Ser Ser Gin His Ser 
25 
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acg tac acc att gaa tgg tat cag cag cag cca gag aag ggc cct agg 192 
Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg 
30 35 40 45 

tac gtg atg gat ctt aag caa gat gga age cac age aca ggt gat ggg 240 
Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

att cct gat cgc ttc tea ggc tec age tct ggg get gag cgc tac etc 288 
He Pro Asp Arg Ptie Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

acc ate tec age etc cag tct gag gat gag get gac tat ate tgt ggt 336 
Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly 

80 85 90 

gtg ggt gat aca att aag gaa caa ttt gtg tac gtg ttc ggc gga ggg 384 
Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

acc aaa ctg acc gtc eta ggc cag ccc 411 
Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 

<210> 75 
<211> 34 
<212> PRT 
<213> Homo sapiens 

<400> 75 

Ala Val Ser Glu His Gin Leu Leu His Asp Lys Gly Lys Ser He Gin 

1 5 10 15 

Asp Leu Arg Arg Arg Phe Phe Leu His His Leu lie Ala Glu He His 
20 25 30 

Thr Ala 
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Claims 

'0 1 . A therapeutic agent for a disease caused by PTH or PTHrP, which comprises, as an active ingredient, an agonist 
or antagonist binding to a PTH receptor or PTHrP receptor, or a substance binding to a ligand of the receptor to 
promote or inhibit binding between the ligand and the receptor. 

2. The therapeutic agent according to claim 1 , wherein the disease caused by PTH or PTHrP is primarily a disease 
is other than hypercalcemia. 

3. A QOL improving agent for alleviating a symptom of a disease caused by PTH or PTHrP, which comprises, as an 
active ingredient, an agonist or antagonist binding to a PTH receptor or PTHrP receptor, or a substance binding 
to a ligand of the receptor to promote or inhibit binding between the ligand and the receptor. 

20 

4. A therapeutic agent for a syndrome associated with malignancy caused by PTHrP, which comprises, as an active 
ingredient, an agonist or antagonist binding to a PTH receptor or PTHrP receptor, or a substance binding to a 
ligand of the receptor to promote or inhibit binding between the ligand and the receptor. 

25 5. The therapeutic agent according to claim 4, wherein the syndrome associated with malignancy is selected from 
the group consisting of digestive system disorders, proteometabolism abnormality, saccharometabolism abnor- 
mality, lipid metabolism abnormality, anorexia, hematological abnormality, electrolyte abnormality, immunodefi- 
ciency and pain. 

30 6. The therapeutic agent according to claim 1 or 2, wherein the disease is a secondary hyperparathyroidism or primary 
hyperparathyroidism caused by PTH. 

7. An alleviation agent for a central nervous system disease caused by PTH or PTHrP, which comprises, as an active 
ingredient, an agonist or antagonist binding to a PTH receptor or PTHrP receptor, or a substance binding to a 

35 ligand of the receptor to promote or inhibit binding between the ligand and the receptor. 

8. The alleviation agent according to claim 7, wherein the central nervous system disease is selected from the group 
consisting of dyssomnia, neuropathy, nervous symptom, brain metabolism abnormality, cerebral circulation abnor- 
mality, autonomic imbalance, and endocrine system abnormality with which central nervous system is associated. 

40 

9. An alleviation agent for a disease caused by PTH or PTHrP-cytokine cascade, which comprises, as an active 
ingredient, an agonist or antagonist binding to a PTH receptor or PTHrP receptor, or a substance binding to a 
ligand of the receptor to promote or inhibit binding between the ligand and the receptor. 

45 10. The alleviation agent according to claim 9, wherein the cytokine is selected from the group consisting of IL-1 , IL- 
2, IL-3, IL-4, IL-5, IL-6, IL-7, IL-8, IL-9, IL-1 0, IL-11, IL-12, IL-13, IL-15, G-CSF, GM-CSF, M-CSF, EPO, LIF, TPO, 
EGF, TGF- a, TGF- p\ FGF, IGF. HGF, VEGF, NGF, activin, inhibin, a BMP family, TNF and I FN. 

11. The alleviation agent according to claim 9 or 10, wherein the disease caused by PTH or PTHrP-cytokine cascade 
so is selected from the group consisting of septicemia, cachexia, inflammation, hemopathy, calcium metabolism ab- 
normality, and autoimmune disease. 

12. A central nervous system regulator, which comprises, as an active ingredient, an agonist or antagonist binding to 
a PTH receptor or PTHrP receptor, or a substance binding to a ligand of the receptor to promote or inhibit binding 

55 between the ligand and the receptor. 

13. A cytokine network regulator, which comprises, as an active ingredient, an agonist or antagonist binding to a PTH 
receptor or PTHrP receptor, or a substance binding to a ligand of the receptor to promote or inhibit binding between 
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the ligand and the receptor. 

14. The agent according to any one of claims 1 to 13, wherein the PTH receptor or PTHrP receptor is a PTH/PTHrP 
type I receptor. 

5 

15. The agent according to any one of claims 1 to 14, wherein the substance binding to a ligand of PTH receptor or 
PTHrP receptor to inhibit binding between the ligand and the receptor is selected from the group consisting of an 
anti-PTHrP antibody and anti-PTH antibody. 

'0 16. The agent according to claim 15, wherein the substance binding to a ligand of PTH receptor or PTHrP receptorto 
inhibit binding between the ligand and the receptor is an anti-PTHrP antibody. 

17. The agent according to claim 16, wherein the anti-PTHrP antibody is a humanized anti-PTHrP antibody. 
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FIG.1 

Effect of humanized anti-PTHrP antibody on blood vasopressin level 
in high PTHrP-related hypercalcemia model rats 




□ Normal groups 
■ Control groups 
M 3mg/kg humanized antibody 



FIG. 2 

Effect of humanized anti-PTHrP antibody on urine volume 
in high PTHrP-related hypercalcemia model rats 




□ Normal groups 
■ Control groups 
H 3mg/kg humanized antibody 
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FIG. 3 

Drug efficacy of humanized anti-PTHrP antibody 
in septicemia models 




— ♦— Control groups 

m Humanized antibody prior 
administration groups 

Humanized antibody concurrent 
administration groups 



12 24 36 48 60 72 
Time after LDS administration 
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FIG. 4 




C. Reduction of blood Ca level and food 
consumption (accumulation) 




£ 0 1 2 3 4 5 

A iCa (accumulation) 

O : Humanized ar 
A : Alendronate, 



D. Reduction of blood Ca level and water 
consumption (accumulation) 




td 0 1 2 3 4 5 

A iCa (accumulation) 
ti-PTHrP antibody, 3mg/kg i.v. single 



i.v. single 



86 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (i) - Page 87 of 92 



EP 1 197 225 A1 



FIG. 5 

A. Autonomic movement volume (HHM control) 
1200 r 



| 1000 




Pay-1 PBS administration 
Day 3 
Day 5 



B. Autonomic movement volume 

(Humanized anti-PTHrP antibody, 5mg/kg i.v.) 
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Continuation of Box No. II of continuation of first sheet (1) 

Invention as set forth in claim 1 pertains to remedies for diseases caused 
by PTH or PTHrP which contain, as the active ingredient , an agonist or an antagonist 
binding to PTH receptor or PTHrP receptor or a substance binding to a ligand 
of such a receptor to thereby promote or inhibit the binding of the ligand to 
the receptor. As described in the documents (JP, 6-506598 A, JP, 4-228089, A, 
JP, 5-509098, A, etc.) cited in the description by the applicant, remedies for 
these diseases with the use of such ingredients had been widely known. Therefore, 
it is understood that the "special technical feature" in the present invention 
resides in particular diseases caused by PTH or PTHrP. 

It is recognized that claims 1 to 17 in the present application pertain to 
groups of inventions 1) to 5) as shown below. However, it is not considered that 
there is a "special technical feature" among these groups of inventions, such 
being the case, these groups of inventions are considered as not complying with 
the requirement of unity of in invention: 

l) claims l, 2 and 6 and the parts in claims 14 to 17 depending on claims 
1, 2 and 6; 

2) claim 3 and the parts in claims 14 to 17 depending on claim3; 

3) claims 4 and 5 and the parts in claims 14 to 17 depending on claims 4 

4) claims 7, 8 and 12 and the parts in claim9 14 to 17 depending on claims 
7, 8 and 12; and 

5) claims 9 to 11 and 13 and the parts in claims 14 to 17 depending on claims 
9 to 11 and 13. 
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Specificity and stability of a new PTH1 receptor 
antagonist, mouse TIP(7-39) 

Sam R.J. Hoare, Ted B. Usdin* 

l on Cell Biology, National Institute of Mental Health, Room 3D06. Bid. 36, 36 Convent Drive, Bethesda, MD 20892-4092, USA 
Received 1 1 October 2001 ; accepted 27 November 2001 



Parathyroid hormone 1 (PTH1) receptorantagonists might beof beneficin hypercalcemia of malignancy (HHM)and hyperparathyroidism 
We previously identified bovine tuberoinfundibular peptide (7-39) <bTTP(7-39)) as a high-affinity PTH1 receptor antagonist Mouse 
•nP(7-39) is an antagonist (rPTHl K B = 44 nM, rPTH2 = 940 nM) that is more potent than other known PTH1 receptor antagonists: 
bHP(7-39) (210nM) PTH-related protein (PTHrP)(7-34) (640nM) ( and bPTH(7-34) (>3000nM). Plasma proteases slowly (tin = 
81 mm) inactivated [ 12S I]mTIP(7-39). Intravenous plasma [ 12S I]mTIP(7-39) was bi-phasically cleared (radioactivity t ir = 2.9 min (70%) 
and 120min (30%), binding activity t in = 3.6min (92%), and i 1/2 = 21 min (8%)). Loss of unlabeled mTIP(7-39) (250ng/kg i.v.) 
receptor binding was similar. mHP(7-39)'s high-affinity should facilitate animal evaluation of effects of PTH1 receptor antagonism 
Published by Elsevier Science Inc. 

Keywords: Hypercalcemia; Parathyroid hormone; Tuberoinfundibular peptide; Hyperparathyroidism; Plasma pharmacokinetics 



1. Introduction 

Two major disorders of calcium metabolism involve 
elevated levels of ligands that stimulate the parathyroid 
hormone 1 (PTH1) receptor. Hypercalcemia of malignancy 
(HHM) results from excessive production of PTH-related 
protein (PTHrP) by certain tumors [11], and primary hyper- 
parathyroidism (HPT) involves over-production of PTH by 
., 'he parathyroid gland [26,38]. In both of these conditions 
-lypercalcemia results through activation of the PTH1 re- 
ceptor [21], which is highly expressed in bone and kidney 
[21,29]. 

HHM and HPT can be treated by inhibiting the physiolog- 
ical effects of PTH 1 receptor activation in bone. The highly 
successful bisphosphonate drugs act by preventing bone re- 
sorption [31]. Estrogens have also been used for this pur- 
pose [39]. An alternative anti-resorptive agent in develop- 
ment is osteoprotegerin, which inhibits osteoblasl-stimulated 
osteoclast production and activity [3]. However, the effect 
of bisphosphonates are not evident until several days af- 
ter initiation of treatment [37] and their use is limited in 
certain clinical situations [39]. Ahti-resorptive therapy also 
does not target renal effects of PTH and PTHrP. Block- 
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ing PTHl receptor activation could circumvent these limi- 
tations. Current therapies in development lower the activity 
or circulating level of PTHl receptor ligands. Anti-PTHrP 
antibodies lower serum calcium to the physiological range 
within 24 h in nude mice bearing PTHrP-producing tumors 
[33]. Compounds that activate calcium-sensing receptors in 
the parathyroid reduce serum PTH and Ca 2+ levels within 
hours in rats [9] and in patients with HPT [36]. Hypercal- 
cemia in rodents is also effectively inhibited by anti-sense or 
drug-induced blockade of PTHrP expression or processing in 
transplanted tumor cells [12,24,30]. Blocking PTHl receptor 
activation could also inhibit actions of PTHrP in HHM be- 
yond hypercalcemia. Cachexia associated with malignancy 
involves pro-inflammatory cytokine production stimulated 
by PTHrP, an effect that is ameliorated with an anti-PTHrP 
antibody [27]. PTHrP activation of the PTHl receptor is in- 
volved in proliferation of tumorigenic breast epithelial cells 
in vitro [4]. In addition, anti-sense or drug-induced blockade 
of PTHrP reduces tumor volume in animals injected with 
certain tumor cells [12,24,30], and reduces angiogenesis in 
implants of malignant GH3 cells [1]. However, the extent to 
which the PTHl receptor is involved in these latter effects is 
not known; fragments of PTHrP act directly in the nucleus 
[23] and on other, as yet-unidentified receptors [38]. 

PTHl receptor antagonism could provide an alterna- 
tive means to block PTHl receptor activation by elevated 
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FIT! and PTHrP. Peptide antagonists derived from Fill 
and PTHrP block hypercalcemia induced by infused 
PTH or FIHrP in thyroparathyroidectomized animals 
[7,8,17,18]. However, these ligands were ineffective in 
an animal model of HHM [22] or in human subjects 
with HPT [32]. However, these latter studies have a 
number of limitations. First, the most-studied ligand, 
BIM-44002 (| Nle 5 - 18 ,D-Trp 12 ,Tyr 34 ]bPTH(7-34)-NH2, 
where b is bovine), has a very short plasma half-life 
in rats; no intact [ ,2S I]BIM-44002 could he detected in 
plasma 20min after administration, assessed by IIPLC 
[34]. Second, only low doses of BIM-44002 were tested 
in the human study (predicted antagonist: PTH ratio 
of 2:1 [32]). In a mouse model of HHM the dose of 
[o-Trp ,2 ,Tyr 34 ]bPTH(7-34) and [Tyr 34 ]bPTH(7-34) was 
a 500-fold excess of a dose of PTl-IrP( 1-34) known to 
produce hypercalcemia [22], However, the K, of these lig- 
ands for antagonism of the FIH1 receptor in ROS 17/2.8 
cells (210 and 2700 nM, respectively [5]) is 3-4 orders 
of magnitude greater than the EC50 of PTHrP(l-34) for 
stimulating cAMP accumulation in these cells. Third, 
[D-Trp 12 ,Tyr 34 ]bPTH(7-34) and PTHrP(7-34) dissociate 
very rapidly from the human P1H1 receptor (t| /2 val- 
ues of about 10 s, calculated from dissociation rate con- 
stants [15]), and likely dissociate more rapidly from the 
rat PTHl receptor given their 30-100-fold lower binding 
affinity compared with the human receptor [35]. Rapid an- 
tagonist degradation and dissociation rates, coupled with 
high concentrations of agonist and slow agonist dissocia- 
tion from the receptor [13], might result in considerably 
lower receptor occupancy by the antagonist than pre- 
dicted from a simple equilibrium model. (These kinetic 
considerations might explain, in part, the requirement of 
pre-administration of antagonist peptide in order to detect 
antagonism of injected PTH in thyroparathyroidectomized 
rodents [8].) A more potent antagonist might demon- 
strate an anti-hypcrcalccmic effect in animal models of 
hypercalcemia. 

High-affinity PTHl receptor antagonists have been de- 
rived from N-terminal truncation of the PITI2 receptor's en- 
dogenous ligand, tuberoinfundibular peptide of 39 residues 
(TIP39) [15,19,41]. bTIP(7-39) binds with high affinity 
to the human F1TI1 receptor (6nM), is an order of mag- 
nitude more potent than [D-Trp 12 ,Tyr 14 ]bPTH(7-34) and 
PTHrP(7— 34), and dissociates much more slowly from 
the receptor (f 1/2 of 14min) [15]. The in vivo activity of 
TIP(7-39) will likely be tested in rodents, so the first aim 
of this study was to evaluate the activity of TIP(7-39) 
on the rat PTHl and PTII2 receptors. Included in this 
evaluation was mouse (m) TIP(7-39), differing from the 
bovine sequence by four amino acids in the C-terminal 
portion of the peptide [10]. The second aim was to in- 
vestigate the plasma lifetime of mTIP(7-39), in order to 
evaluate the extent to which it could be used to test the 
uulity of F1H1 receptor antagonism in rodent models of 
hypercalcemia. 



2. Methods 

2.1. Reagents and peptides 

bTIP(7-39), mTIP(7-39) amide, and bTIP were from 
Biomoleculcs Midwest (Waterloo, IL), and [Tyr 34 ]bFrH(7- 
34) amide, Fl'HrP(7-34) amide, and PTHrP(l-34) were 
from Bachem (Torrance, CA). Peptides were dissolved in 
lOmM acetic acid at a concentration of 1 mM. 12:) I-labeled 
mTIP(7-39) was prepared by the lactose peroxidase method 
followed by HPLC purification [14]. For i.v. injection, 
aliquots of [ l25 I]mTIP(7-39) (2-9 x 10 s cpm) were dried in 
a vacuum centrifuge, removing trifluoroacetic acid (TFA) 
and acetonitrile, then re-suspended in 50fxl sterile 0-1% 
BSA in saline. Cell culture supplies were from Life Tech- 
nologies (Frederick. MD). DMEM and Ham's F-l 1 medium 
were from Mediatech (Herndon, VA). 

2.2. Cell culture and transient expression in COS-7 cells 

COS-7 cells were grown as previously described [6]. 
COS-7 cells were transfected as previously described [6], 
using 10 cm tissue culture dishes and lO^g of plasmid 
DNA. The following day cells were transferred following 
trypsinization to 96-well plates at a density of 50,000 cells 
per well. HEK293 cells stably expressing the cloned hu- 
man PTHl receptor or human PTH2 receptor were grown 
as previously described [40]. ROS 17/2.8 cells were grown 
in tissue-culture flasks in Ham's F-l 2 medium, 5% fetal 
bovine serum, lOOU/ml penicillin and 100p.g/ml strepto- 
mycin. For cAMP accumulation assays ROS 17/2.8 cells 
were transferred 2 days prior to assay into 96-wclI plates at 
20,000 cells per well. 

2.3. Measurement of cellular levels of cAMP 

Transfected COS-7 cells were treated for 30min at 
37 °C with 50fj-l per well cAMP assay buffer (DMEM 
containing 25 mM HEPES supplemented with 0.1% -. 
BSA. 30 jaM Ro 20-1724 (RBI, Natick, MA), 100 pM 
(4-(2-aminoethyl))-benzenesulfonyinouridc (AEBSF) and 
1 jig/ml bacitracin). This buffer was then removed and re- 
placed with 40 fxl fresh buffer. A 10uJ volume of buffer 
was then added containing cither PTHrP(l-34) alone or 
PTIIrP(l-34) and antagonist ligand. Cells were then in- 
cubated for 30min at 37 °C prior to assay termination by 
addition of 50 jxl 0.1N HC1, 0.1 mM CaCh- 'Ihe same pro- 
tocol was used for measurement of cAMP in ROS 17/2.8 
cells, except that the volumes were doubled. cAMP was 
quantified by ELISA [6]. 

2.4. Measurement of equilibrium radioligand binding to 
cell membrane preparations 

Membranes were prepared from HEK293 cells stably- 
expressing the human PTHl receptor or PTH2 receptor 
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[16]. The following were added to polypropylene V-bottom 
96-well plates (Nunc, Naperville, IL): 25 \x.l assay buffer 
(20 mM HEPES, 100 mM NaCl, ImM EDTA, 3mM 
MgS0 4 , pll 7.5, supplemented with 0.3% non-fat dried milk 
powder, lOOyM AEBSF and 1 M-g/ml bacitracin), 25*1.1 
[ 125 I]mTIP(7-39) in buffer, 25 tuilabeled ligand in buffer, 
and 50>i.l membrane suspension. Total [ l25 l]mTIP(7-39) 
binding was measured by replacing unlabeled ligand with 
buffer alone and non-specific binding measured using 1 *«.M 
mTIP(7-39). The mixture was incubated at 21 "C for 1 h, 
prior to separation of bound and free radioligand by rapid 
filtration over MAHV N45 MultiScreen filtration plates 
(Millipore, Bedford, MA) [16]. Filter-bound 125 I was mea- 
sured in a Wallac 1470 Wizard gamma counter lor 1 min. 
Equilibrium binding of mTIP(7-39) was also measured in 
the presence of rat plasma, using the protocol above, re- 
placing the 25*1.1 assay buffer with plasma. PfHl receptor 
binding activity in plasma from rats injected with unla- 
beled mTIP(7-39) was measured using the protocol above, 
: replacing unlabeled ligand with the plasma. The plasma 
binding activity in rats injected with [ 12S I]mTIP(7-39) was 
measured by replacing the 25 *d radioligand in buffer with 
plasma. In this assay total binding and non-specific binding 
were measured, as described, and filters were counted for 
20 min due to the low number of counts recovered at later 
time points. In all assays that included plasma, AEBSF and 
bacitracin concentration was raised to 500 *iM and 5 *j.g/ml, 
respectively. 

The effect of rat plasma in vitro on [ 125 l]mTIP(7-39) 
binding to the PTTI1 receptor was measured in a time course 
experiment. Aliquots of 25 *il EDTA-treated plasma (see 
below) or assay buffer were added to 25 *U aliquots of 
[ 125 i]mTIP(7-39) in buffer in 0.65 ml siliconized microfuge 
tubes. The mixture was prc-incubated for varying times at 
37 °C and then total and non-specific binding was mea- 
sured in duplicate using 10 *il of the mixture as the tracer in 
an equilibrium PTH1 receptor binding assay, as described. 
. Four conditions were used in the prc-incubation step: (1) 
'■ plasma without protease inhibitors; (2) plasma with protease 
inhibitors (500 pM AEBSF, 5 *Lg/ml bacitracin); (3) assay 
buffer without protease inhibitors; (4 ) assay buffer with pro- 
tease inhibitors. Initiation of the pre-incubation phase was 
staggered so that the pre-incubation mixture could be added 
simultaneously to the binding assay. Prior to their mixture, 
[ l2;s I]mTIP(7-39) in buffer was maintained at room temper- 
ature and rat plasma was maintained at 4 °C. 



2.5. Intravenous injection of peptides into rats 

The animal protocol was approved by the NIMH Ani- 
mal Care and Use Committee. Male 300-400 g rats were 
anaesthetized with 0.5mg/kg sodium pentobarbital. Can- 
nulae were fitted into the jugular vein and the dorsal tail 
artery. The arterial line was treated with heparin (100 U/ml). 
Before injection, 0.5 ml blood was drawn from the artery. 



Peptide was then injected intravenously, either 100 |xg un- 
labeled mTlP(7-39) (dissolved in 25 *jl1 water then diluted 
in 1 ml saline) or 15-80 million cpm of [ 125 I]mTIP(7-39) 
(prepared as described in Section 2.1, diluted in 0.8 ml 
saline). After discarding the first six drops, 0.5 ml blood 
was collected at various times by allowing it to drip from 
the arterial line. Blood was collected into 1.7 ml siliconized 
microfuge tubes containing 15 *xl 0.5 M di-sodium EDTA 
pll 8.0 (final concentration in blood of 15 mM), then cen- 
trifuged at KMX) x g for 10 min at 4 C 'C. For binding ex- 
periments, plasma was removed and frozen at -20 °C. For 
analysis of [ l25 I]mTIP(7-39) in plasma, a plasma aliquot 
was removed for counting of radioactivity and an aliquot 
was immediately treated as described in Section 2.6. 

2.6. Reversed-phase HPLC of plasma from rats injected 
with I 125 1 ]mTIP(7-39) 

One hundred microliter plasma was treated with 100 p.1 
8% TEA. or with 0.9 ml Bennett's cocktail [2] (1 M HC1, 5% 
formic acid, 1% NaCl, and 1% TFA), then maintained at 
4 °C for 10 min before freezing at -20 °C. After thawing the 
precipitate was removed by centrifugation at 23,000 x g for 
10 min at 4 °C. The supernatant from the Bennett's solution 
precipitation was loaded directly onto a Vydac C4 column 
pre-equilibrated with 80% buffer A (0. 1 % TFA in H 2 O)/20% 
buffer B (60% acetonitrile, 0.1% TFA in H2O) at 1 ml/min. 
The supernatant from TFA precipitation was diluted with 
0.6 ml buffer A and 0.2 ml buffer B before loading onto the 
column. The column run-through was immediately collected 
in fractions of 1 min. After 12 min the column was eluted 
with three sequential linear gradients at 1 ml/min: 20-50% 
B over 1 min; 50-67.5% B over 35 min; 67.5-100% B over 
1 min. One minute fractions were collected and radioactivity 
in the entire fraction counted. 

2.7. Data analysis 

Concentration -dependence data were analyzed using the 
following four parameter-logistic equation using Prism 2.01 
(GraphPad Software Inc., San Diego, CA): 



1 + io<*-*>» 



where X is the logarithm of the ligand concentration, n the 
Hill slope, and K is logEC 5 o for cAMP accumulation or 
log JC50 for inhibition of radioligand binding. 

Antagonism of agonist-stimulated cAMP accumulation 
was quantified using the pKe, the negative logarithm of the 
concentration of antagonist required to produce a two-fold 
increase of agonist EC50: 



pK B = log- 



ECso(+antagonisl) _ 



log [antagonist] 



EC5()(conlrol) 

The time course of labeled and unlabeled mTIP(7- 
39) activities in plasma were fitted to the following 
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mono-exponential and bi-cxponentiaJ decay functions and 
the best fit determined using a partial F-iest. 

P, = plateau + />-*-" 

^ = plateau +W)e-*- 1(,JAST " 

where P, is the activity remaining after time /, P is the initial 
activity, and ik_i is the rate constant. In the bi-exponential 
decay function the subscripts (FAST) and (SLOW) refer re- 
spectively to the faster and slower independent exponential 
components. Plateau is the activity level remaining as t ap- 
proaches infinity. In some of the analyses this value was 
fixed at zero. 

Statistical comparison of two means was performed using 
a paired two-tailed Student's f-test. 



3. Results 

3.1. Antagonism of rat PTH receptors by bTIP(7-39) and 
mllP(7-39) 

We previously characterized the in vitro pharmacology of 
bTIP39 as an antagonist of the human PTH1 receptor [15]. In 
addition bTIP(7-39) was found to antagonize the rat PTHI 
receptor expressed in COS-7 cells. Here we investigated 
antagonism of rat PTH receptors more extensively, since 
the in vivo activity of the antagonist will likely be tested in 
rodents. Mouse TIP(7-39) was also tested in an attempt to 
identify a higher-potency antagonist. 

For the rat PTHI receptor expressed in COS-7 cells, 
bTIP(7-39) and mllP(7-39) produced a rightward shift of 
the PTHrP(l-34) concentration-response curve for stimu- 
lation of cAMP accumulation (Fig. 1 A). The affinity of the 
antagonist was evaluated using the Xb, the concentration 
of antagonist required to produce a two-fold increase of 
PTIIrP(l-34)'s ECso- mTIP(7-39) was 4.8-fold more po- 
tent as an antagonist = 44 nM) than bTIP(7-39) on 
the rat PITH receptor (Table 1). The potency of bTIP(7-39) 
for antagonism of the PTHrP(l-34) response (210 nM) is 
in good agreement with the previously determined potency 
for antagonism of the PTH(l-34) response (310 nM) [15]. 
PTIIrP(7-34) and PITI(7-34) were much less potent than 
the TTP(7-39) peptides as antagonists of the rat PTH 1 recep- 
tor (Table 1 ). The potencies of PTHrP(7-34) and PH 1(7-34) 
were similar to those reported previously for the rat PTHI 
receptor |25J. The antagonist effect of mTIP(7-39) was then 
tested on the PTHI receptor endogenously expressed in the 
rat osteosarcoma cell line ROS 17/2.8 (Fig. IB). The K R 
value of mTlP(7-39) (65 nM) was in good agreement with 
the value for the rat PTHI receptor expressed in COS-7 
cells (44 nM) (Table 1). mTIP(7-39) was also a potent an- 
tagonist of the human PTHI receptor expressed in COS-7 
cells (100 nM), although bTTP(7-39) was similarly potent 
to mTIP(7-39) at this receptor (150 nM, Table 1), unlike at 




-12 -11 -10 -9 -8 -7 -6 -5 -4 
(A) log[PTHrP( 1-34)1 (M) 




(B) log[PTHrP(1-34)] (M) 




-12 -11 -10 -9 -8 -7 -6 -5 -4 



(C) log[bTIP39)] (M) 

Fig. 1. Antagonist activity of inTTPfJ-W) and bT!P(7-39) on rat PTHI and 
PTH2 receptors. Antagonist activity was evaluated by measuring the effect 
of a single concentration of pcrxide on the agonist concentration response 
for sUmulation of cAMP accumulation. Antagonist ligands mTIP(7-39) 
and bTlP(7-39) were tested at a concentration of 1 p.M (A) on the rat 
PTHI receptor over-expressed in COS-7 cells; (B) on the rat P1H1. 
receptor endogenously expressed in ROS 17/2.8 cells: and (C) on the ■ 
rat PT1I2 receptor expressed in COS-7 cells. The agonists used were 
PTHrP( l-34) for the PHI] receptor and hTIP39 for the PTH2 receptor. 
Data are normalised as the percentage of the maximal agonist-specific 
response in the absence of antagonist. Data points arc the mean ± range 
of duplicate measurement. Ihc experiments were performed three times, 
except for the mTrP(7-39) effect on the PTH2 receptor, which was 
performed twice. 



the rat receptor. The selectivity of mTIP(7-39) was tested 
by comparing its antagonist potency for the rat PTHI and 
PTII2 receptors expressed in COS-7 cells. rnTIP(7-39) pro- 
duced a measurable rightward shift of the hTIP39 concentra- 
tion response on the rat PITI2; however, the shift for the rat 
PTH I receptor was much greater than the shift Tor the PTH2 
receptor (compare data for 1M concentrations in Figs. 1A 
and C). However, the potency of mTIP(7-39) (940 nM) was 
21 -fold lower than its potency for antagonizing the rat PTHI 
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receptor (Table 1). In all of the experiments above, the an- 
tagonists behaved competitively since the maximal agonist 
response was not affected (Table 1). These findings indicate 
that mTTP(7-39) is a highly potent and relatively selective 
competitive antagonist of the rat PTH1 receptor. 

3.2. In vitro effect of rat plasma on the bioactiviiy of 
l ns I ]mT!P(7-39) 



reduction of bioactivity. The rate of this reduction was de- 
termined by fitting the data to a mono-exponential decay 
function, extrapolating the asymptote for specific binding 
10 zero. The rate constant was 0.0085 ± 0.0047 min -1 
(mean ± range, n = 2, ri/2 = 81 min). This indicates the 
bioactivity of [ 125 I]mTIP(7-39) is not greatly affected by 
rat plasma in vitro, under conditions in which Ca 2+ - and 
Mg 2+ -dependent proteases arc suppressed. 



The next aim was to evaluate the plasma lifetime of 
TfP(7-39). mTIP(7-39) was used since it was more potent 
that bTlP(7-39) on the rat FITI1 receptor (Table 1). We first 
evaluated the stability of [ 125 I]mTIP(7-39) in rat plasma 
in vitro, by measuring its binding to the human PTHl 
receptor in HEK293 cell membranes after pre-incubation 
with rat plasma at 37°C. ([ 125 IlmTTP(7-39) binds the 
human PTH1 receptor in HEK293 cell membranes with 
a signal-to-background ratio of 5:1, with an affinity of 
3.0 nM, and with a dissociation rate / 1/2 of 6.3 min (data not 
shown).) It should be noted that in this experiment plasma 
was treated with EDTA (15 mM) to prevent clotting, which 
inhibits Ca 2+ - and Mg 2+ -dependent protease activity. 

Pre-incuhation with rat plasma reduced specific binding of 
[ 125 I]mTIP(7-39) to the PIH1 receptor in a time-dependent 
fashion (Fig. 2). The effect was specific for plasma since 
pre-incubation with buffer did not reduce specific radi- 
oligand binding (Fig. 2). Protease inhibitors blocked the 
reduction of binding produced by plasma (i-'ig. 2), strongly 
suggesting that plasma proteases were responsible for the 




incubation time (min) 

Fig. 2. Time course of [ ,25 I]mTIi'f7-39) plasma bioactivity in vitro. The 
experiment consisted of two incubations. In the lirst, [ ,25 IlmnP(7-39) 
was incubated with rai plasma or buffer, in the absence or presence or 
protease inhibitors, for the indicated times at 37 °C. The mixture was 
then used as the tracer in a human PTH1 receptor radioligand binding 
assay to measure the binding activity remaining after the first incubation. 
Radioligand and membranes bearing the human PTII1 receptor were 
incubated at 21 C C for 1 h in the presence of protease inhibitors. Specific 
binding was calculated by subtracting non-specific binding, that measured 
in the presence of 1 u.M unlabeled mTIP(7-39). Non-specific binding was 
similar when measured using radioligand incubated for 0 or 90 min in the 
first incubation. The mean irange of these two values was 361 ± 18 and 
375 ± 1 4 epm for plasma without and with protease inhibitors, respectively, 
and 318 ± 11 and 397 ± 32cpm for buffet without and with protease 
inhibitors, respectively. Data points are the mean ± S.E.M. of duplicate 
measurements. The experiment was performed twice with similar results. 



3.3. In vivo plasma stability of / 125 / ]mTIP(7-39) 

In these experiments [ 125 I]mTIP(7-39) was injected intra- 
venously into anaesthetized rats. Plasma collected at various 
times was used in three ways: (1) clearance of radioactivity 
was determined by counting an aliquot of plasma; (2) bioac- 
tivity was evaluated using plasma as the radioligand bracer 
in a human PT1I1 receptor binding assay; (3) the nature of 
radioactivity was analyzed by reversed-pha.se HPLC, fol- 
lowing precipitation and removal of high-molecular weight 
components. 

Clearance of [ ,2S I]mTIP(7-39) radioactivity was 
bi-phasic (Fig. 3A, Table 2). The rapid component of the 
time course likely approximates the rate of radioligand 
absorption (l t/2 of 2.9 min, 70% or total activity) and the 
slower rate may represent elimination (11/2 of 120 min, 
30% of total activity). A radioactive component in plasma 
bound specifically to the PTH1 receptor in HEK293 cell 
membranes (Fig. 3B). No binding was observed to mem- 
branes prepared from non-transfccled IIEK293 cells (data 
not shown). Disappearance of this bioactivity over time 
was bi-phasic. Most PT1I1 receptor binding activity was 
removed rapidly (92%, I1/2 of 3.6 min) but a significant 
fraction was removed considerably more slowly (8%, ri/2 of 
21 min). Under the conditions of the binding assay, the level 
of PrHl -receptor bound [ ,25 I]mTIP(7-39) is essentially 
linearly proportional to the level in the plasma, because the 
total amount of radioactivity in the assay (6-25 pM) was 
much lower than the K n of the ligand (1.7nM, measured ', 
in plasma, sec below). As a result, the reduction or PTH1 
receptor binding activity closely approximates the reduction 
of the plasma concentration of bioactivc radioligand. 

HPLC analysis of plasma radioactivity revealed three 
peaks, one in the column run-through and two during the 
organic solvent gradient (Fig. 3C). Upon chromatography 
of the [ l25 I]mTIP(7-39) stock solution used for injection (in 
0.1% bovine serum albumin (BSA)/saline), a small amount 
of radioactivity was detected in the column run-through and 
two peaks eluted from the column in the same fractions 
as those in plasma. Radioactivity in the run-through likely 
represents low-molecular weight degradation products. The 
first peak eluted during the gradient likely corresponds to 
| ,25 IlmTIP(7-39) since it is eluted at the same position 
as the radioligand purified following iodination. The na- 
ture of the second, smaller peak is not known. It may be 
the radioligand in complex with BSA or plasma proteins. 
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Fig. 3. Time course of [ 123 I]raTIP(7-39) plasma activity in vivo. [ ,2S llmTIP(7-39) » 



into rats (7.7 x 10 7 cpm in this experiment), Mood was 
u the indicated rime points and the blood cells removed as described in Section 2.5. (A) lime course of 12S 1 in rat plasma. Ten microliter plasma 
was counted at each time point. The curve is a bi-exponcnual decay function, which provided a significantly belter fit to the data (P = 0.0005) than a 
mono-exponential function. The plateau value was fixed at zero in this analysis. (B) 'lime course of I2S I PTH1 receptor binding activity. Twenty-five 
microliter plasma from rats injected wilh ( ,25 I]inTIP(7-39) was incubated with (he human PTH1 receptor as described in Section 2.4. Non-specific binding 
was measured for plasma from each time point by including 1 u.M unlabeled inTIP(7-39) and total binding was measured in the absence of unlabeled 
ligand. PTII1 -receptor bound l25 I was calculated by subtracting non-specific binding from total biuding. Due to the low number of counts bound at later 
time points, radioactivity was counted for 20 min. At 80 min total binding was 493 ±6 counts in 20 min and non-specific binding was 385 ± 15 counts 
in 20 min. Data points are the mean ± range of duplicate measurements (error bars are hidden by the symbols). The curve is a bi-exponenlial decay 
function, which provided a significantly better fit to the data (P — 0.0095) than a mono-exponential function. The plateau value was fixed at tcto in this 
analysis. (C) HPLC analysis of supernatant* from plasma treated with Bennett's cocktail. This solution precipitates high-molecular weight components in 
plasma. The supernatant from treated plasma collected at the indicated lime points was analyzed by reversed-pliase HPLC. as described in Section 2.6. 
Both the eluted peaks in the chromatogrum of the treated plasma were also identified in the chromatogram of | 125 IlmTlP(7-39) stock (data not shown). 
Data points are single measurements of the entire fraction. (D) Time course of 125 I in eluted peaks of activity. 'ITie curves arc mono-exponential decay 
functions, the bi-exponential fit providing no improvement (P = 0.27 for fraction 26-28 peak and P = 0.52 for fraction 35-36 peak). The plateau was 
not fixed in the analysis. The entire experiment was performed three times, except that measurement of receptor-bound 12S I, (B) w 
of the three experiments. Note the logarithmic scale of the y-axis in A, B and D. 



Measured activity 

Plasma radioactivity 
HPLC peak 1 radioactivity 
HPLC peak 2 radioactivity 
r 125 I]niTIP(7-39) binding activity 
mTTP(7-39) binding activity 



* i (FAST) (min *) (i 

0.24 ± 0.02 (2.9) 
0.20 ± 0.06 (3.4) 
0.18 ± 0.05 (3.9) 
0.19 ± 0.04 (3.6) 
0.28 ±0.10 (2.5) 



96 ± 



* t (slow,, (nun ') (/, /2 . min) 
0.0056 ± 0.0012 (120) 



4 ± 1 



3 The antagonist was injected intravenously into rats. The dose of [ l25 HmTIP(7-39) was between 1.4 x 10 7 and 8.1 x 10 7 cpm (31-180ng/kg) and the 
dose of unlabeled antagonist was 250 p.g/ke. Radioactivity and bioactivity were measured as described Figs. 3 and 4 and in Section 2. The time course 
data were described by a bi-exponenlial decay function, except for the clearance of HPLC peak activity, which was described by a mono-exponential 
function. 'Hie bi-exponential function is defined by two rate coustauts (*. i(past) aud k nsi.ow)) and by the proportions of the total activity that decays at 
these rates (P<fast) and P (S i.aw), respectively). Values are the mean ±S.E.M. from three experiments, except for the binding activity of ( l25 I|mTlP(7-39) 
where the values arc the mean ± range from two experiments. 
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Fig. 4. Time course of unlabeled m"nP(7-39) plasma bioactivity ill vivo. 
(A) Inhibition of ,' 25 I]mTIP(7-39) binding to PTHI and PTH2 receptors 
by plasina from rats injected with m"l"lP(7-39). mTU>(7-39) was injected 
into rats intravenously (250u.g/kg). blood was collected at the indicated 
time points and the blood cells removed as described in Section 2.5. The 
bioactivity was evaluated by measuring the ability of 25 u.1 or the plasma 
samples to inhibit 1 125 IlmTIPf7-39) binding to the human PTIIl or PTI12 
receptor in HEK293 cell membranes (iu a total volume of 125 ul). The 
PTM2 receptor was included to assess the pharmacological specificity of 
the plasma activity. Data were normalized as the percentage inhibition of 
specific binding measured in the presence of plasma drawn from the rat 
mdbS.K.M. of 



prior to injection of mTIP(7-39). Data points arc the it 
data from three independent experiments. In each experiment triplicate 
measurements of binding inhibition were made for a single plasma sample 
ai each time point. (B) Standard curve of inhibition of l ls5 IJmTiP(7-39) 
binding to human PTHI and PTII2 receptors by mTIP(7-39) in the 
presence of plasma. m'nP(7-39) was diluted in rat plasma (from an 
animal not injected with the peptide) and assayed as described above. 
Data points are the mean ± range from two indepeudeut experiments. 
The -log IC 50 value for mTIPi7-39) was 8.77 ± 0.07 for the PTHI 
receptor and 7.84 ± 0.05 for the PTH2 receptor. (C) Time course of the 
calculated plasma concentration of mTIP(7-39). The standard curve for 
the PIH I receptor, (B) was used to calculate the effective concentration 
of mT!P(7-39) in the plasma from rals injected with the peptide (A>. The 
curve is a bi-exponcntial decay function, which provided a significantly 
better lit to the data (P < 0.0001) than a mono-exponential function in 
each of three assays. The plateau value was fixed at zero in these analyses. 
Average values of the fitted parameters arc given in Table 2. Data points 
are the mean±S.E.M. of data from three independent experiments. Note 
the logarithimc scale of the y-axis. 



The time course of the disappearance or these peaks is 
shown in Fig. 3C and D. Disappearance ol" the peak corre- 
sponding to free intact r l25 UmTIP(7-39) (fractions 26-28) 
was described by a mono-exponential decay function (1 1/2 
of 3.4 min, Fig. 3D, Table 2). A similar lime course de- 
scribed the disappearance of the second peak eluted from 
the column (i i/2 of 3.9 min Fig. 3D, Table 2). The activity 
in die column run-through increased then reached a plateau 
at 12 min (Fig. 3C). 



3.4. In v 



o plasma stability of unlabeled mTlP(7~39) 



Bioactivity of the unlabeled antagonist was evaluated in 
plasma samples taken from anaesthetized rats at various 
times following intravenous administration of a single dose 
of mTIP(7-39) (250 p.g/kg). Bioactivity was measured as 
the ability of the plasma sample to inhibit [ 125 ljmTIP(7-39) 
binding to the human PTHI receptor in IIEK293 cell mem- 
branes. 

PTHI receptor binding activity decreased with time after 
injection or the peptide (Fig. 4A). Significant binding activ- 
ity could still be detected at 80 min (Fig. 4A). The pharma- 
cological specificity of the binding activity was evaluated 
by measuring its ability to block [ 125 I]mTIP(7-39) binding 
to the human PTH2 receptor. mTlP(7-39) binds with lower 
ariinity to the PTTI2 receptor (14nM versus 1.7 oM for the 
PTHI receptor, measured in the presence of plasma for both 
receptors (Fig. 4B)). The binding activity in plasma was 
less effective at inhibiting [ 125 IlmTIP(7-39) binding to the 
PTH2 receptor than the PTHI receptor, at each time point 
tested. The pharmacological selectivity of the plasma bind- 
ing activity is therefore similar to that of mTlP(7-39). 

The plasma concentration of the binding activity was cal- 
culated using the percentage inhibition values (Fig. 4A) and 
the standard curve for mTTP(7-39) binding to the PTHI 
receptor (Fig. 4B). This analysis assumes that the activity 
in plasma binds with the same affinity to the PTHI recep- 
tor as mTIP(7-39). A dilution of plasma was used such 
that the level of inhibition was in the sensitive range of the 
mTIP(7-39) standard curve (between 10 and 90% inhibi- 
tion). Fortunately, the level of inhibition at all lime points 
was within this range using the same dilution of plasma 
(25 p,l in a total assay volume of 125 ixl). The time course of 
the binding activity was described by a bi -exponential decay 
function (Fig. 4C, Table 2). Most of the binding activity was 
reduced rapidly (11/2 of 2.5 min). A fraction of the activity 
(4%) was lost at a slower rate U1/2 of 20 min). These values 
arc very similar to those for the disappearance of injected 
f 125 TlmTIP(7-39) bioactivity (Table 2). 



We have previously shown that bTIP(7-39) is a 
high-affinity PTHI receptor antagonist in vitro [15]. The 
in vivo pharmacological properties of TIP(7-39) will likely 
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be evaluated in rodents. Therefore, we evaluated antagonist 
activity of TIP(7-39) on the rat PTH1 and PTH2 receptors, 
and investigated the plasma stability of the antagonist. 

Recently, the sequence of mouse TIP39 was identified in 
genomic sequence [10]. mTIP(7-39) was synthesized and 
its antagonist activity compared with thai of bTlP(7-39). On 
the rat PTH1 receptor mT]P(7-39) was 4.8-fold more potent 
then bTIP(7-39) in antagonizing PTIIrP(l-34)-stimulated 
cAMP accumulation (Pig. 1A, Table 1). mTIP(7-39) differs 
from the bovine sequence at four positions in the C-terminal 
portion of the molecule; in mTIP39, Arg replaces His24 
of the bovine sequence, Asp replaces Asn27, Gin replaces 
His 31 and Leu replaces Val35. The mechanism underly- 
ing the increase of affinity likely involves one or more of 
the substitutions increasing the affinity of TlP(7-39) for 
the large N-terminal extracellular domain of the recep- 
tor: N-terminally-lruncalcd fragments of PTII have been 
shown to interact with this region of the receptor 120J, 
and TTP(7-39) shares significant sequence homology [42] 
and a highly similar secondary structure [28] with PTH. 
mTIP(7-39) is also selective for the PTH1 receptor— it's 
antagonist potency on the rat PT1I2 receptor was 21 -fold 
lower (Fig. 1, Table 1). 

The bioactivity of [ l25 I]mTIP(7-39) in plasma was first 
tested in vitro. Previously plasma has been shown to block 
the PTH1 -receptor antagonist activity of a PI'HrP(7-34) 
analogue, probably resulting from interaction with a plasma 
protein [22]. In this study pre-incubation with rat plasma 
at 37 °C slowly reduced [ l25 I]mTlP(7-39) binding to the 
PTH1 receptor (i| /2 of 81 min), likely due to the action of 
serum proteases (Fig. 2). The bioactivity of- mTTP(7-39) 
is therefore, relatively stable in rat plasma in vitro. We 
then tested the activity of both radiolabeled and unlabeled 
mTIP(7-39) in vivo, following intravenous administration 
into rais. Following injection of [ l25 I]mTlP(7-39), the ra- 
dioactivity was cleared in a bi-phasic fashion, with a rapid 
rate of absorption (/i/o of 2.9 min) and a slower rate likely 
corresponding to elimination (/1/2 of 120 min (Fig. 3A, 
Table 2). | ,25 l|mTIP(7-39) bioactivity (PT1I1 receptor 
binding) was also cleared from plasma in a bi-phasic fash- 
ion (Fig. 3B). Most of the activity was removed rapidly 
(92%, I1/2 = 3.6 min) but a significant fraction was cleared 
more slowly (8%, ti /2 = 21 min). These kinetics were veri- 
fied by the almost identical clearance parameters obtained 
for the binding activity of unlabeled mTIP(7-39) (Fig. 4C, 
Tabic 2). 

Reverscd-phasc IIPLC was used to determine the nature 
of the radioactive components in plasma taken from rats in- 
jected with [ 125 l]mTlP(7-39). Before loading onto the col- 
umn, plasma was first treated to precipitate high-molecular 
weight material, which would otherwise have been pre- 
cipitated by the organic phase during chromatography. 
TFA was initially used for this purpose (at 4% (v/v) fi- 
nal concentration) but a greater recovery of radioactivity 
was obtained using Bennett's cocktail [2]. With increas- 
ing time after administration, the peak corresponding to 
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intact [ 125 I]mTIP(7-39) decreased, with a «i /2 of 3.4 min 
(Fig. 3C and D). The radioactivity in the column run-through 
increased over 2-12 min then reached a plateau (Fig. 3C). 
These observations suggest that the radioligand is degraded 
during the time course, explaining the reduction of bioac- 
tivity. However, the lime course of removal of free intact 
[ l25 I]mTIP(7-39) was mono-exponential, in contrast to 
the bi-exponential removal of [ I25 I]mTIP(7-39) binding 
activity. The rate of the former was similar to the faster 
rate of the latter. The more slowly removed component 
of binding activity might therefore, be in the TFA- or 
Bennetts' s cocktail-precipitate (and so would not be de- 
tected by HPLC), possibly representing [ ,25 I]mTIP(7-39) 
in complex with a plasma protein. This possibility requires 
further investigation. 

In this study, we identified mTIP(7-39) as a high-affinity, 
selective antagonist of the rat PTIIl receptor. This high af fin- 
ity should be useful for detecting any anli-hypercalcemic 
effect of the ligand in animal models of hypercalcemia. 
However, rapid clearance of mTiP(7-39) suggests that 
continuous administration will be required to detect an 
anti-hypercalcemic effect. A fraction of mTIP(7-39) bind- 
ing activity was removed more slowly, which should aid 
in accomplishing effective plasma concentrations of the 
antagonist. 
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ABSTRACT 



Disclosed are an antibody against human para-thyroid- 
hormone-related protein, a DNA coding for the antibody, a 
recombinant vector containing the DNA, a transformant 
transformed with the recombinant vector, a method for 
preparation of the antibody, and uses of the antibody. 
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ANTIBODY AGAINST HUMAN 
PARATHORMONE RELATED PEPTIDES 

TECHNICAL FIELD 

The present invention relates to a human/mouse chimeric 
antibody comprising a variable regii in ( V region) of a mouse 
monoclonal antibody against a parathyroid hormone related 
protein and a constant region (C region) of a human 
antibody, a humanized antibody in which complementarity 
determining regions of the light chain (L chain) and heavy 
chain (H chain) V regions of a mouse monoclonal antibody 
against a parathyroid hormone related protein (PTHrP) are 
grafted to a human antibody, the L and H chains of said 
antibody, as well as a polypeptide comprising the V region 
constituting the L or H chain of said antibody. 

The present invention also relates to a DNA comprising a 
base sequence coding for the above mentioned antibody, 
particularly its V region, and a DNA coding for an L or H 
chain comprising the V region. Further, the present inven- 
tion relates to a recombinant vector comprising said DNA 
and a host transformed with said vector. 

Furthermore, the present invention relates to processes for 
preparing the chimeric and humanized antibodies against a 
PTHrP. Still further, the present invention relates to a 
pharmaceutical composition, and hypercalcemia- 
suppressing or hvpophosphalemia-improving agent com- 
prising the antibody against a PTHrP as an effective ingre- 

BACKGROUND OF THE INVENTION 

Hypercalcemia associated with malignant tumor is a 
serious complicated symptom found in 5 to 209? of the 
whole patients suffering from malignant tumor and is con- 
sidered to be a terminal symptom of malignant tumor since 
it certainly leads to death if it is left as it is. Control of 
hypercalcemia may greatly affect the prognosis and QOL 
(quality of life) of a patient; therefore, it will clinically play 
a significant role. 

Generally, hypercalcemia in patients suffering from 
malignant tumor is roughly classified between HHM 
(humoral hypercalcemia of malignancy) based on tumor- 
producing humoral bone resorption factors and LOH (local 
osteolytic hypercalcemia) based on local action of tumor 
transferred or infiltrated to the bone. In HHM, it is believed 
that bone resorption or osteoclasis is promoted to increase 
the flow of calcium and produces hypercalcemia in coop- 
eration with the reduced renal calcium-excreting ability (S. 
Wada and N. Nagata, Internal Medicine, 69, 644-648). 

Hypercalcemia is considered to exhibit its symptoms 
when the concentration of calcium in the serum exceeds 12 
mg/dl; as its symptoms, anorexia (inappetence), nausea and 
emesis (vomiting) are non-speeilieally observed at the early 
stage in patients suffering from malignant tumor. When 
hypercalcemia is worsened, the reduction of water- 
concentrating ability due to lesion of the renal distal tubules 
leads to hyperuresis (polyuria) and anorexia and nausea will 
be accompanied with dehydration due to insufficient uptake 
of water. 

As humoral factors causing HHM among the hypercal- 
cemia associated with malignant tumor, Moseley, J. M. et al. 
found parathyroid hormone related protein (hereinafter 
referred to as "PTIIrP") which are substances like parathy- 
roid hormone (PTH): Proc. Natl. Acad. Sci. USA (1987) 84, 
5048-5052. 
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Thereafter, a gene coding for PTHrP was isolated (Suva, 
L. J. et al., Science (1987) 237, 893) and it was elucidated 
from its analysis that there are three kinds of human PTHrPs 
having 139, 141 and 173 amino acids due to alternative 

5 splicing of the gene and that various fragments are present 
in the blood due to restricted degradation of PTHrP (1-139) 
having the whole structure: Baba, H., Clinical Calcium 
(1995) 5, 229-223. In PTHrP, 8 amino acids of the 
N-terminal 13 amino acids are identical with those in PTH 

10 and it is deduced that the amino acid site at position 14 to 
position 34 has a steric structure similar to PTH as well; 
thus, PTHrP and PTH bind to a common PTH/PTHrP 
receptor at least in the N-terminal region: Jueppner, H. et al., 
Science (1991) 254, 1024-1026; Abou-Samra, A-B. et al., 

15 Proc. Natl. Acad. Sci. USA ( 1992) 89, 2732-2736. 

PTHrP is reported to be produced in a variety of tumoral 
tissues and it has been elucidated that not only in tumors, 
PTHrP is also produced in various normal tissues of from 
fetuses to adults, including skin, central nervous system, 

20 uterus, placenta, lactating mammary gland, thyroid gland, 
parathyroid gland, adrenal gland, liver, kidney and urinary 
bladder: Burtis, W. J., Clin. Chem. (1992) 38, 2171-2183; 
Stewart, A. F. & Broadus, A. E., J. Clin. Endocrinol. (1991) 
71, 1410-1414. Further, PTHrP is considered to play an 

: - s important role in the metabolic regulation of calcium which 
is maintained at a higher level in the fetal to newborn period 
than in the mother. 

PTH/PTHrP receptors are known to be present mainly in 
the bone and kidney (C. Shigeno, Clinical Calcium (1995) 5, 

30 355-359) and to activate plural intracellular signal trans- 
mission systems by binding of PTHrP to the receptors. One 
of them is adenylate cyclase and the other is phospholipase 
C. Activation of adenylate cyclase increases the concentra- 
tion of intracellular cAMP to activate protein kinase A. 
Phospholipase (' decomposes phosphatidylinositol 4,5- 
bisphosphonate to produce inositol 1 ,4,5-triphosphonate and 
diacylglycerol. G-protein is involved in these signal trans- 
mission systems: Coleman, I). T. et al., Biochemical mecha- 
nisms of parathyroid hormone action. In: "The parathyroids" 

40 (Bilezikian, J. P. et al.), Raven Press, New York (1994) page 
239. 

Through these signal transmission systems, PTHrP causes 
hypercalcemia, hypophosphatemia, decrease of renal 

45 phosphatc-rcsorbing ability, increase of renal cAMP- 
excretion and the like which are observed in HHM. 

Thus, it has been elucidated that PTHrP is closely related 
to hypercalcemia associated with malignant tumor. In the 
treatment of hypercalcemia associated with malignant 

50 tumor, calcitonin, steroid agents, indomelhacin, inorganic 
phosphate salts, bisphosphonates and the like are used, as 
well as fluid replacement. However, these agents may show 
reduction of their effects upon consecutive use, some serious 
side-effects, or slow expression of their pharmacological 

55 effects; accordingly, use of agents or drugs which have 
higher therapeutic effects and less side-effects is highly 
expected. 

On the other hand, as a new attempt to treat hypercalce- 
mia associated with malignant tumor, Kukreja, S. C. et al. 

60 reported that when a neutralizing antiserum against PTHrP 
was administered to athymic mice in which human lung or 
larynx cancer cells had been transplanted to generate 
hypercalcemia, the blood calcium concentration and urinary 
cAMP level were reduced: J. Clin. Invest. (1988) 82, 

65 1798-1802. Kanji Sato et al. reported that when an antibody 
against PTHrP (1-34) was administered to nude mice to 
which a PTHrP-producing human tumor was transplanted, 
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the hypercalcemia was reduced and the viable time period of 
the mice was greatly prolonged: J. bone & Mine. Res. (1993) 
8, 849-860. Further, Japanese Patent Application Laid Open 
Publication No. 4-228089 discloses mouse/human chimeric 
antibodies against human PTHrP (1-34). 

Mouse monoclonal antibodies are highly immunogenic 
(sometimes also referred to as "antigenic") in humans, 
which limits the medical therapeutic values of the mouse 
monoclonal antibodies in humans. For instance, a mouse 
antibody may be metabolized as a foreign matter when 
administered to a human; therefore, the half-life of the 
mouse antibody is relatively short in humans and its 
expected effects are not sufficiently exhibited. Further, 
human anti-mouse antibodies. (11AMA) raised against the 
administered mouse antibody may cause immune responses 
which are inconvenient and dangerous to patients, such as 
serum diseases and other allergic reactions. Accordingly, 
mouse monoclonal antibodies can not frequently be admin- 
istered to humans. 

In order to solve these problems, methods for reducing the 
immunogenicity of non-human derived antibodies, for 
example, mouse-derived monoclonal antibodies have been 
developed. One of these methods is to make a chimeric 
antibody in which the variable-region (V region) is derived 
from a mouse monoclonal antibody and the constant region 
(C region) is derived from an appropriate human antibody. 

Since the resulting chimeric antibody lias the intact vari- 
able region of the original mouse antibody, it can be 
expected that the chimeric antibody may bind to an antigen 
with the same specificity as the original mouse antibody. 
Further, such a chimeric antibody has a substantially 
reduced proportion of an amino acid sequence derived from 
a non-human animal; therefore, it is anticipated to have a 
lower immunogenicity as compared with the original mouse 
antibody. Although the chimeric antibody binds to its anti- 
gen equivalently with the original mouse monoclonal anti- 
body while showing a lower immunogenicity, some immune 
responses to the mouse variable region may still be possibly 
generated: LoBuglio, A. F. et al., Proc. Natl. Acad. Sci. USA, 
86, 4220-4224, 1989. 

A second method for reducing the immunogenicity of 
mouse antibodies is still more complicated but expected to 
further greatly reduce the potential immunogenicity of the 
mouse antibodies. In this method, only the complementarity 
determining regions (CDRs) of the variable region of a 
mouse antibody are grafted to a human variable region to 
create a "reshaped" human variable region. If required, a 
partial amino acid sequence of a framework region (FR) 
supporting the CDRs in a variable region of a mouse 
antibody may be grafted to a human variable region in order 
to make the structure of CDRs in the reshaped human 
variable region closer to that of the original mouse antibody. 

Then, these humanized, reshaped human variable regions 
are combined with human constant regions. In the finally 
reshaped, humanized antibody, the portions derived from 
non-human amino acid sequences are only CDRs and a very 
small part of FR. The CDRs are composed of a hypervari- 
able amino acid sequence and these do not show any 
species-specific sequences. Therefore, a humanized anti- 
body comprising mouse CDRs will no longer have any 
stronger immunogenicity than a naturally occurring human 
antibody containing human CDRs. 

With respect to humanized antibodies, further reference 
should be made to Riechmann, L. et al., Nature, 332, 
323-327, 1988; Verhoeye, M. et al., Science, 239, 
1534-1536, 1988; Kettleborough, C. A. et al, Protein 
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Engng., 4, 773-783, 1991; Maeda, H. et al., Human Anti- 
bodies and Hybridoma, 2, 124-134, 1991; Gorman, S. D. et 
al., Proc. Natl. Acad. Sci. USA, 88, 4181-4185, 1991; 
Tempest, P. R. et al., Bio/Technology, 9, 266-271, 1991; Co, 
S M. S. et al., Proc. Natl. Acad. Sci. USA, 88, 2864-2873, 
1991; Carter, P. et al, Proc. Natl. Acad. Sci. USA, 89, 
4285^289, 1992; Co, M. S. et al, J. Immunol., 148, 
1149-1154 1992; and Sato, K. et al., Cancer Res., 53, 
851-856, 1993. 

1Q Although humanized antibodies are expected to be useful 
for therapeutic purposes as previously mentioned, no 
humanized antibody against PTHrP has been known nor 
suggested in the aforementioned references. Further, there is 
no standardized means generally applicable to any antibod- 
ies in the process for preparing humanized antibodies; 
various means and methods are necessary to make a human- 
ized antibody exhibiting a sufficient binding, neutralizing 
activity to a specific antigen: see, for example, Sato, K. et al., 
Cancer Res., 53, 851-856, 1993. 

2Q DISCLOSURE OF THE INVENTION 

It is an object of the present invention to provide a 
human/mouse chimeric antibody comprising a variable 
region (V region) of a mouse monoclonal antibody against 
PTHrP and a constant region (C region) of a human 

25 antibody, a humanized antibody in which complementarity 
determining regions of V regions of the light chain (L chain) 
and heavy chain (II chain) of a mouse monoclonal antibody 
against PTHrP are grafted to a human antibody, the L and H 
chains of said antibody, as well as a polypeptide comprising 

3Q the V region constituting the L or H chain of said antibody. 
It is another object of the present invention to provide a 
DNA comprising a base sequence coding for the above 
mentioned antibody, particularly its V region, and a DNA 
coding for an L or H chain comprising a polypeptide 

35 comprising the V region. Still another object of the present 
invention is to provide a recombinant vector comprising said 
DNA and a host transformed with said vector. Further, an 
object of the present invention is to provide processes for 
preparing the chimeric and humanized antibodies against 

40 PTHrP. It is a still another object of the present invention to 
provide an antibody against PTHrP having a high neutral- 
izing activity. A still further object of the present invention 
is to provide a pharmaceutical composition, and 
hypercalcemia-suppressing, hypophosphatemia-improving 

45 or alkalosis-improving agent comprising the antibody or 
humanized antibody against PTHrP as an effective ingredi- 
ent. 

As a result of the energetic study with a view to the above 
mentioned objects, the present inventors have successfully 

5 q obtained an antibody in which the immunogenicity of mouse 
monoclonal antibodies against PTHrP is reduced in humans; 
thus, the present invention has been accomplished. 

The present invention is directed to a chimeric L chain 
comprising an L chain C region of a human antibody and an 

55 L chain V region of a mouse monoclonal antibody against 
PTHrP. The L chain V region includes one comprising an 
amino acid sequence as shown in SEQ ID NO:45 and the L 
chain C region includes a Ck region. 

The present invention is also directed to a chimeric H 

60 chain comprising an II chain C region of a human antibody 
and an H chain V region of a mouse monoclonal antibody 
against PTHrP. The H chain V region includes one com- 
prising an amino acid sequence as shown in SEQ ID NO: 46 
and the C region includes a CX region. 

65 Further, the present invention is directed to a chimeric 
monoclonal antibody against PTHrP comprising said chi- 
meric L chain and said chimeric H chain. 
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Still further, the present invention includes a polypeptide 
comprising an L chain V region of a humanized antibody 
comprising framework regions 1 to 4 of an L chain V region 
of a human antibody and complementarity determining 
regions 1 to 3 of an L chain V region of a mouse monoclonal 5 
antibody against PTHrP. The complementarity determining 
regions 1 to 3 include those comprising amino acid 
sequences as shown in SEQ ID NOs: 59-61, respectively; 
the framework regions 1 to 3 include those derived from the 
framework regions 1 to 3 of human antibody HSU03868, to 
respectively, and the framework region 4 includes one 
derived from the framework region 4 of human antibody 
S25755; or the framework regions 1 to 3 include those 
substantially identical with the framework regions 1 to 3 of 
human antibody HSU03868, respectively, and the frame- 15 
work region 4 includes one substantially identical with the 
framework region 4 of human antibody S25755. 

The term "substantially identical" as used herein means 
that the framework regions of the human antibody used in a 
humanized antibody may have a deletion, replacement and/ 20 
or addition of amino acid(s) required to form the comple- 
mentarity determining regions of a mouse monoclonal anti- 
body such that the humanized antibody should have an 
activity equivalent to that of the mouse monoclonal anti- 

Thus, the present invention is concerned with a polypep- 
tide comprising an L chain V region of a humanized anti- 
body wherein in the framework regions the 36th and 49th 
amino acids in accordance with Rabat's prescription (Kabat, 
E. A. et al, US Dept. Health and Human Services, US 30 
Government Printing Offices, 1991) are tyrosine and aspar- 
tic acid, respectively. 

The present invention is also directed to a polypeptide 
comprising an L chain V region of a humanized antibody 
comprising an amino acid sequence as shown in any of SEQ 
ID NOs:48-51. 

Further, the present invention is directed to a polypeptide 
comprising an L chain V region of a humanized antibody 
wherein the 45th and 87th amino acids in accordance with .„ 
Rabat's prescription in the framework regions are lysine and 
isoleucine, respectively. 

Still further, the present invention is directed to a polypep- 
tide comprising an L chain V region of a humanized anti- 
body comprising an amino acid sequence as shown in any of 45 
SEQ ID NOs: 52-55. 

The present invention is further concerned with a 
polypeptide comprising an H chain V region of a humanized 
antibody comprising framework regions 1 to 4 of an H chain 
V region of a human antibody and complementarity deter- 50 
mining regions 1 to 3 of an H chain V region of a mouse 
monoclonal antibody against a human PTHrP. The comple- 
mentarity determining regions 1 to 3 include those compris- 
ing amino acid sequences as shown in SEQ ID NOs:62-64, 
respectively, the framework regions 1 to 4 include those 55 
derived from framework regions 1 to 4 of a human antibody 
belonging to human subgroup III (Human Subgroup III 
(HSG III), Kabat, E. A. et al, US Dept. Health and Human 
Services, US Government Printing Offices, 1991), more 
particularly those derived from the framework regions 1 to 60 
4 of human antibody S31679, respectively, or those sub- 
stantially identical with the framework regions 1 to 4 of 
human antibody S31679, respectively. 

Also, the present invention is concerned with a polypep- 
tide comprising an II chain V region of a humanized 65 
antibody comprising the amino acid sequence as shown in 
SEQ ID NO:56. 



.194 Bl 

6 

The present invention is also concerned with an L chain 
of a humanized antibody against a human PTHrP comprising 
a polypeptide comprising an L chain V region of said 
humanized antibody and a polypeptide comprising an L 
chain C region of a human antibody. The C region includes 
a CX. region, the framework regions 1 to 3 include those 
substantially identical with the framework regions 1 to 3 of 
human antibody HSU03868, respectively, the framework 
region 4 includes one substantially identical with the frame- 
work region 4 of human antibody S25755, and the amino 
acid sequences of the complementarity determining regions 
1 to 3 include those represented by SEQ ID NOs:59-61, 
respectively. 

Further, the present invention is also concerned with an H 
chain of a humanized antibody against a human PTHrP 
comprising polypeptides comprising an H chain C region 
and H chain V region of said human antibody. The C region 
includes a Cyl region, the framework regions 1 to 4 include 
those derived from the framework regions 1 to 4 derived 
from a human antibody belonging to HSGIII, and the 
complementarity determining regions 1 to 3 include those 
comprising the amino acid sequences as shown in SEQ ID 
NOs:62-64, respectively. 

Still further, the present invention is also concerned with 
an anti-PTHrP antibody with a weak antigenicity and a high 
neutralizing activity. The PTI IrP antibody includes a human 
antibody, a humanized antibody, a chimeric antibody and a 
primatized antibody, which may be utilized in the treatment 
of human diseases. The antibody has a low dissociation 
constant. Further, the antibody of the present invention has 
a high neutralizing activity due to its low dissociation 
constant and, therefore, can be utilized for the treatment of 
human diseases. 

The antibody of the present invention has a dissociation 
constant of 1.86xlCT 7 [M] or less, a dissociation rate con- 
stant of 1.22xl0 _1 [1/Sec] or less, and an association rate 
constant of 6.55xl0 4 [1/M.Sec] or more. These constants 
may be measured by Scatchard analysis using RI labeled 
ligands or Surface plasmon resonance sensor. 

The present invention is further directed to a DNA com- 
prising a base sequence coding for an L chain V region or II 
chain V region of a mouse monoclonal antibody against a 
human PTHrP. The L chain V region and H chain V region 
include those comprising the amino acid sequence as shown 
in SEQ ID NOs:45-46, respectively, the DNA comprising a 
base sequence coding for the L chain V region includes, for 
example, one represented by SEQ ID NO: 65, and the DNA 
comprising a base sequence coding for the H chain V region 
includes one represented by SEQ ID NO:57. 

Further, the present invention is also directed to a DNA 
coding for said chimeric L or H chain. The DNA coding for 
said L chain includes, for example, one comprising the base 
sequence as shown in SEQ ID NO: 65 and the DNA coding 
for said H chain includes one comprising the base sequence 
as shown in SEQ ID NO:57. 

Still further, the present invention is also directed to a 
DNA comprising a base sequence coding for an L chain V 
region or H chain V region of said humanized antibody. The 
DNA comprising a base sequence coding for the L chain V 
region includes one comprising the base sequence as shown 
in any of SEQ ID NOs:66-74 and the DNA comprising a 
base sequence coding for the H chain V region includes one 
represented by SEQ ID NO:58. 

The present invention also relates to a DNA for an L chain 
V region of a humanized antibody comprising a base 
sequence coding for the amino acid sequence as shown in 
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any of SEQ ID NOs:47-55. Said DNA includes one com- 
prising the base sequence as shown in any of SEQ ID 
NOs:66-74. 

Still further, the present invention relates to a DNA for an 
H chain V region of a humanized antibody coding for the 
amino acid sequence as shown in SEQ ID NO:56. Said DNA 
includes one comprising the base sequence as shown in SEQ 
ID NO:58. 

The present invention further relates to a recombinant 
vector comprising any of said DNAs. 

The present invention still further relates to a transformant 
transformed with said recombinant vector. 

Also, the present invention relates to a process for pre- 
paring a chimeric or humanized antibody against a human 
parathyroid hormone related protein comprising cultivating 
said transformant and collecting a chimeric or humanized 
antibody against a human parathyroid hormone related pro- 
tein from the resulting culture. 

Still further, the present invention also relates to a phar- 
maceutical composition, or hypercalcemia-suppressing or 
hypophosphatemia-improving agent comprising said anti- 
body as an effective ingredient. The calcemia is caused by 
malignant tumor and the hypophosphatemia is often 
observed in patients suffering from hypercalcemia associ- 
ated with malignant tumor. Thus, the antibody of the present 
invention can be used in the treatment of the malignant 
tumor or in the improvement of hypercalcemia or hypo- 
phosphatemia symptoms. The malignant tumor may include, 
but not limited to, at least one selected from the group 
consisting of pancreas, lung, pharynx, larynx, tongue, 
gingiva, esophagus, stomach, biliary duct, breast, kidney, 
urinary bladder, uterus and prostate cancers, and malignant 
lymphoma. The hypercalcemia-suppressing agent of the 
present invention can be applicable to any malignant tumor 
which may cause hypercalcemia. 

The present invention will be described in detail herein- 

1. Production of Mouse Monoclonal Antibodies Against 
Human PTHrP 

Mouse monoclonal antibodies against PTHrP may be 
prepared by preparing hybridomas through cell fusion 
between myeloma cells and antibody-producing cells 
derived from animals immunized with the antigen and 
selecting clones producing antibodies specifically inhibiting 
the PTHrP activity from the resulting hybridomas. 

(1) Preparation of Antigens 

PTHrP used for the immunization of animals includes 
peptides having the whole or part of the amino acid sequence 
of PTHrP prepared by recombinant DNA technology or 
chemical synthesis, and PTHrP derived from supernatants of 
cancer cells causing hypercalcemia. For example, a peptide 
[PTHrP(l-34)] comprising the 1st to 34th amino acids of the 
known PTHrP (Kemp, B. E. et al., Science (1987) 238, 
1568-1570) may be used as the antigen. The human PTHrP 
(1-34) has an amino acid sequence as shown in SEQ ID 
NO:75. 

The resultant PTHrP is attached to a carrier protein such 
as thyroglobulin followed by addition of an adjuvant. Any 
adjuvant may be mixed, including Freund's complete and 
incomplete adjuvants. 

(2) Immunization and Collection of Antibody Producing 
Cells 

The above resultant antigen is administered to a mammal, 
such as mouse, rat, horse, monkey, rabbit, goat or sheep. 
Immunization may be carried out by any known methods, 
including intravenous, subcutaneous and intraperitoneal 
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injections. Intervals of injections for immunization are not 
particularly limited and may be a few days to a few weeks, 
preferably 4 to 21 days. 

Two or three days after final immunization, antibody 
5 producing cells are collected. The antibody producing cells 
include spleen, lymph node and peripheral blood cells; 
generally, spleen cells are utilized. The single dose amount 
of antigen used for immunization is 100 /ug per mouse. 

(3) Determination of Antibody Titers 

10 In order to determine the immune response levels of 
immunized animals and select hybrodomas of interest from 
the cells subjected to cell fusion treatment, the antibody titer 
in the blood of the immunized animal or the antibody titer 
in the supernatant of the antibody producing cells is mea- 

Methods for detecting the antibodies are known, includ- 
ing EIA (enzyme immunoassay), RIA (radio immunoassay), 
and ELISA (enzyme linked immunosorbent assay). 

(4) Cell Fusion 

20 Myeloma cells used to be fused with antibody producing 
cells include cell lines which are derived from various 
animals such as mouse, rat and human, and generally 
available for those skilled in the art. Suitable cell lines used 
are those having a drug resistance, incapable of surviving in 

25 a selective medium such as HAT medium in the unfused 
state, and capable of surviving therein only in the fused state. 
Generally used are 8-azaguanine resistant cell lines, which 
lack hvpoxanlhinc-gu an inc-phosphoribosvllra nsfc rase and 
can not grow in a hvpoxanlhinc-aminopterin-thvmidinc 

30 (HAT) medium. 

Suitable myeloma cells to be used include various known 
cell lines, such as P3 (P3x63Ag8.653) (J. Immunol. (1979) 
123:1548-1550); P3x63Ag8U.l (Current Topics in Micro- 
biology and Immunology (1978) 81:1-7); NS-1 (Kohler, G 

35 and Milstein, C, Eur. J. Immunol. (1976) 6:511-519); 
MPC-11 (Margulies, D. H. et al., Cell (1976) 8:405-415); 
SP2/0 (Shulman, M. et al., Nature (1978) 276:269-270); FO 
(de St. Groth, S. F. et al., J. Immunol. Methods (1980) 
35:1-21); S194 (Trowbridge, I. S., J. Exp. Med. (1978) 

40 148:313-323); and R210 (Galfre, G. et al., Nature (1979) 
277:131-133). 

Antibody producing cells may be obtained from spleen 
cells, lymph node cells, or the like. That is, the spleen, lymph 
node or the like is extracted or removed from any of the 

45 aforementioned animals and the tissue is crushed. The 
resulting crushed materials are suspended in a medium or 
buffer, such as PBS, DMEM or RPMI1640, filtered through 
stainless mesh or the like and centrifuged to prepare the 
desired antibody producing c ells. 

50 Then, said myeloma cells and antibody producing cells 
are subjected to cell fusion. 

Cell fusion may be carried out by bringing the myeloma 
and antibody-producing cells into contact with each other at 
a ratio of 1:1 to 1:10 in a medium for the culture of animal 

55 cells, such as MEM, DMEM or RPME-1640, in the presence 
of a fusion accelerator at 30 to 37° C. for 1 to 15 minutes. 
To accelerate the cell fusion, any fusion accelerator or virus 
can be used, such as polyethylene glycol with an average 
molecular weight of 1,000 to 6,000, polyvinyl alcohol or 

60 Sendai virus. The fusion of the antibody producing and 
myeloma cells may also be performed in a commercially 
available cell fusion apparatus utilizing an electric stimula- 
tion such as electroporation. 

(5) Selection and Cloning of Hybridomas 

65 Hybridomas of interest are selected from the cells after 
the cell fusion, for example, by a method utilizing selective 
growth of cells in selective media. 
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That is, a cell suspension is diluted with a suitable 
medium and inoculated on a microtiter plate. A selective 
medium such as HAT medium is added to each well and 
incubated while properly replacing the selective medium 
with a fresh one. 5 

Thus, the growing cells a re collected as hybridomas. 

These hybridomas are then screened by the limiting 
dilution, fluorescence-activated cell sorter or other method. 
Finally, hybridomas producing a monoclonal antibody are 
obtained. 10 
(6) Collection of Monoclonal Antibodies 

Methods for collecting monoclonal antibodies from the 
obtained hybridomas include conventional cell culture and 
ascites formation methods. 

In the cell culture method, the hybridomas are cultivated 15 
in a medium for the culture of animal cells, such as RPMI- 
1640 medium containing 10 to 20% fetal bovine serum, 
MEM medium or serum-free medium, under conventional 
conditions (e.g., 37° C, 5% C0 2 ) for 2 to 14 days and the 
antibodies are collected from the supernatant. 20 

In the formation of ascites, the hybridomas are inoculated 
intraperitoneally to the same species of mammal as the 
source of the myeloma cells so that the hybridomas grow 
abundantly. After 1 to 4 weeks, the ascites or sera are 
collected. 25 

When the antibodies are necessary to be purified in these 
methods, known methods such as the ammonium sulfate 
precipitation, ion exchange chromatography and affinity 
chromatography may optionally be selected or combined. 
2. Construction of Chimeric Antibodies 30 
( 1) ( 'loning of DNA ( 'omprising Base Sequence ( 'oiling for 

V Region of Mouse Monoclonal Antibody Against Human 
PTHrP 

(i) Preparation of mRNA 

To clone DNA comprising a base sequence coding for V 35 
region of mouse monoclonal antibody against human 
PTIIrP, the collected hybridomas are treated in a conven- 
tional manner, for example, giianidinc-nllrae'cnlrifugation 
(Chirgwin, J. M. et al., Biochemistry (1979) 18, 
5294-5299), or AGPC method (Chomczynski, P et al., 40 
Analytical Biochemistry (1987) 162, 156-159), to prepare 
the total RNA, from which mRNA is prepared by e.g. 
01igo(dT)-cellulose span column attached to mRNA Puri- 
fication Kit (Pharmacia)-Quick Prep mRNA Purification Kit 
(Pharmacia AB) can also be used to prepare mRNA without 45 
need of extraction of the total RNA. 

(ii) Preparation and Amplification of cDNA 

From the mRNA obtained in (i) above, each cDNA in the 

V regions of L and H chains is synthesized with the use of 

a reverse transcriptase. In the synthesis of cUNA, Oligo-dT 50 
primer or an other appropriate primer which hybridizes to L 
or H chain C region, for example, MHC2 primer having the 
base sequence as shown in SEQ ID NO:l, may be used. 

In the cDNA synthesis, said mRNA and primer are mixed 
and the reaction is effected in the presence of a reverse 55 
transcriptase at e.g. 52° C. for 30 minutes. 

Amplification of cDNA of both L and H chains can be 
performed by PCR (polymerase chain reaction) based on 
5'-RACE method (Frohman; M. A. et al, Proc. Natl. Acad. 
Sci. USA, 85, 8998-9002, 1988; Belyavsky, A. et al., 60 
Nucleic Acids Res., 17, 2919-2932, 1989) using 5'-Ampli 
FINDER RACE kit (CLONTECH Inc.). Thus, Ampli 
FINDER Anchor (SEQ ID NO:42) is linked to 5' end of the 
cDNA synthesized above and PCR is effected for DNAs 
comprising base sequences coding for L and II chain V 65 
regions. (Hereinafter, the DNA comprising a base sequence 
coding for L chain V region is sometimes referred to simply 



as "DNA for L chain V region" or "DNA coding for L chain 
V region". This also applies to H chain V region, C region 
etc. similarly.) 

The primer for amplifying DNA for L chain V region 
which may be used includes, for example, Anchor primer 
(SEQ ID NO: 2) and primers designed from conserved 
sequences in LX chain constant region (C X region) of mouse 
antibodies such as MLC primer having the base sequence as 
shown in SEQ ID NO: 4. The primer for amplifying DNA for 
H chain V region which may be used includes, for example, 
Anchor primer (SEQ ID NO:2) and MHC-GL primer (SEQ 
ID NO:3) (S. T. Jones, et al., Biotechnology, 9, 88, 1991). 

(iii) Purification of DNA and Determination of Base 
Sequence 

The PCR products are subjected to agarose gel electro- 
phoresis according to conventional procedures to excise 
DNA fragments of interest, which are then recovered, puri- 
fied and ligated to a vector DNA. 

Purification of DNA may be carried out using 
commercially, available kits such as GENECLEAN II; 
BIO101. Vector DNA for carrying the DNA fragments 
which may be used herein is known, for example, pUC19 or 
Bluescript. 

Said DNA and vector DNA are ligated using a known 
ligation kit (Takara Shuzo) to yield a recombinant vector. 
The resultant recombinant vector is introduced into e.g. 
Escherichia coli JM109 and ampicillin resistant colonies are 
selected; thus, a vector DNA is prepared in a known method: 
J. Sambrook, et al., "Molecular Cloning", Cold Spring 
Harbor Laboratory Press, 1989. After the vector DNA is 
digested with restriction enzyme(s), the base sequence of a 
desired DNA is determined by a known method such as 
dideoxy method: J. Sambrook. et al., "Molecular Cloning", 
Cold Spring Harbor Laboratory Press, 1989. In the present 
invention, an automated base sequence determining appa- 
ratus (DNA Sequencer 373A; ABI Inc.) may be used. 

(iv) Complementarity Determining Region 

H and L chain V regions form an antigen binding site and 
their whole structures have some similarity to each other. 
That is, four framework region (FR) portions are linked 
through three hypervariable regions, or complementarity 
determining region (CDR). The amino acid sequence in the 
FR is relatively well conserved while variability of the 
amino acid sequence in the CDR region is very high: Kabat, 
E. A. et al, "Sequence of Proteins of Immunological Inter- 
est" US Dept. Health and Human Services, 1983. 

Many portions of the four FRs have p sheet structure and, 
as a result, three CDRs form a loop. The CDR may some- 
times form a part of the |3 sheet structure. Therefore, three 
CDRs are sterically held at very near positions to each other 
by FRs, which form an antigen binding site together with the 
three CDRs in the paired regions. 

In view of such facts, CDR regions can be found by 
comparison between the amino acid sequence in the variable 
region of a mouse monoclonal antibody against human 
PTHrP and the database of amino acid sequences for anti- 
bodies prepared by Kabat et al. ("Sequence of Proteins of 
Immunological Interest" US Dept. Health and Human 
Services, 1983) to investigate the homology therebetween. 
(2) Construction of Expression Vector of Chimeric Antibody 

Once DNA fragments coding for L and H chain V regions 
of mouse monoclonal antibody (hereinafter L or H chain of 
an antibody may sometimes be referred to as "mouse L 
chain" etc. for mouse antibodies and "human H chain" etc. 
for human antibodies) are cloned, the DNAs coding for 
mouse V regions and DNAs coding for human antibody 
constant regions are ligated and expressed to yield chimeric 
anti-human PTHrP antibodies. 
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A standard method for preparing chimeric antibodies 
involves ligating a mouse leader sequence and V region 
sequence present in a cloned cDNAto a sequence coding for 
a human antibody C region already present in an expression 
vector of a mammalian cell. Alternatively, a mouse leader 
sequence and v region sequence present in a cloned cDNA 
are ligated to a sequence coding for a human antibody C 
region followed by ligation to a mammalian cell expression 

The polypeptide comprising human antibody C region 
can be any of H or L chain C regions of human antibodies, 
including, for example, Cyl, Cy2, Cy3 or Cy4 for human H 
chains or Ck or Ck for L chains. 

To prepare a chimeric antibody, two expression vectors 
are first constructed; that is, an expression vector containing 
DNAs coding for mouse L chain V region and human L 
chain C region under the control of an expression control 
region such as an enhancer/promoter system, and an expres- 
sion vector containing DNAs coding for mouse H chain V 
region and human H chain C region under the control of an 
expression control region such as an enhancer/promoter 
system, are constructed. Then, host cells such as mammalian 
cells are cotransformed with these expression vectors and 
the transformed cells are cultivated in vitro or in vivo to 
produce a chimeric antibody: see, for example, W091/ 
16928. 

Alternatively, the mouse leader sequence present in the 
cloned cDNA and DNAs coding for mouse L chain V region 
and human L chain C region as well as the mouse leader 
sequence and DNAs coding for mouse H chain V region and 
human H chain C region are introduced into a single 
expression vector (see, for example. W( )94 1 1523) and said 
vector is used to transform a host cell; then, the transformed 
host is cultivated in vivo or in vitro to produce a desired 
chimeric antibody. 

(i) Production of Chimeric Antibody H Chain 

The vector for the expression of H chain of a chimeric 
antibody can be obtained by introducing cDNA comprising 
a base sequence coding for mouse H chain V region 
(hereinafter referred to also as "cDNA for H chain V 
region") into a suitable expression vector containing the 
genomic DNA comprising a base sequence coding for H 
chain C region of human antibody (hereinafter referred to 
also as "genomic DNA for H chain C region") or cDNA 
coding tor said region (hereinafter referred to also as"cDNA 
for H chain C region"). The H chain C region includes, for 
example, Cyl, Cy2, Cy3 or Cy4 regions, 
(i-a) Construction of Chimeric H Chain Expression Vector 
Containing Genomic DNA Coding for H Chain C Region 
l*he expression vectors having the genomic DNA coding 
for H chain C region, in particular, those coding for Cyl 
region, include, for example, HEF-PMh-g yl (W092/ 
19759) and DHFR-A E-RVh-PMl-f (W092/19759). 

When cDNA coding for mouse H chain V region is 
inserted into these expression vectors, an appropriate base 
sequence can be introduced into said cDNA through PCR 
method. For instance, PCR may be effected using a PCR 
primer which is designed such that said cDNA has a recog- 
nition sequence for a suitable restriction enzyme at its 5'-end 
and Kozak consensus sequence immediately before the 
initiation codon thereof so as to improve the transcription 
efficiency, as well as a PCR primer which is designed such 
that said cDNA has a recognition sequence for a suitable 
restriction enzyme at its 3'-end and a splice donor site for 
properly splicing the primary transcription products of the 
genomic DNA to give a mRNA, to introduce these appro- 
priate base sequences into the expression vector. 
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After the thus constructed cDNA coding for mouse H 
chain V region is treated with a siutable restriction enzyme 
(s), it is inserted into said expression vector to construct a 
chimeric H chain expression vector containing the genome 
5 DNA coding for H chain C region (Cyl region). 

(i-b) Construction of Chimeric H Chain Expression Vector 
Containing cDNA Comprising Base Sequence Coding for H 
Chain 

The expression vectors having the cDNA coding for H 

10 chain C region, such as Cyl region, may be constructed in 
the following manner: mRNA is prepared from CHO cells 
into which an expression vector DHFR-AE-RVh-PMl-f (see 
W092/19759) comprising DNA coding for H chain Vregion 
of a humanized PM1 antibody and genomic DNA of H chain 

15 C region Cyl of a human antibody (N. Takahashi, et al., Cell, 
29, 671-679 (1982)) and an expression vector RVl-PMla 
(see W092/19759) comprising genomic DNA coding for L 
chain V region of the humanized PM1 antibody and genomic 
DNA of Lk chain C region of a human antibody have been 

20 introduced, and cDNA coding for the H chain V region of 
the humanized PM1 antibody and cDNA coding for the H 
chain C region (Cyl) of the human antibody are cloned by 
RT-PCR method and ligated to an animal cell expression 
vector which has been treated with a suitable restriction 

25 enzyme(s), to construct a desired expression vector. 

When cDNA coding for mouse H chain V region is 
directly ligated to cDNA coding for H chain C region Cyl 
of a human antibody, appropriate base sequences can be 
introduced into a fragment comprising cDNA coding 1'or II 

30 chain V region through P( R method, f or instance. PCR may- 
be effected using a PCR primer which is designed such that 
said cDNA has a recognition sequence for a suitable restric- 
tion enzyme at its 5'-end and Kozak consensus sequence 
immediately before the initiation codon thereof so as to 

35 improve the transcription efficiency, as well as a PCR primer 
which is designed such that said cDNA has a recognition 
sequence for a suitable restriction enzyme at its 3'-end for 
directly ligating to the H chain C region Cyl, to introduce 
these appropriate base sequences into said cDNA. 

40 The thus constructed cDNA coding for mouse H chain V 
region is treated with a siutable restriction enzyme(s), 
ligated to cDNA coding for said H chain C region Cyl, and 
inserted into an expression vector such as pCOSl or pCHOl 
to construct an expression vector containing the cDNA 

45 coding for a chimeric H chain. 

(ii) Production of Chimeric Antibody L Chain 

The vector for the expression of L chain of a chimeric 
antibody can be obtained by ligating a cDNA coding for 
mouse L chain V region and a genomic DNA or cDNA 

50 coding for L chain C region of a human antibody and 
introducing into a suitable expression vector. The L chain C 
region includes, for example, k chain and k chain, 
(ii-a) Construction of Expression Vector Containing cDNA 
Coding for Chimeric Lk chain 

55 When an expression vector containing cDNA coding for 
mouse L chain V region is constructed, appropriate base 
sequences can be introduced into said expression vector 
through PCR method. For instance, PCR may be effected 
using a PCR primer which is designed such that said cDNA 

mi has a recognition sequence for a suitable restriction en/.yme 
at its 5'-end and Kozak consensus sequence for improving 
the transcription efficiency, as well as a PCR primer which 
is designed such that said cDNAhas a recognition sequence 
for a suitable restriction enzyme at its 3'-end, to introduce 

•>5 these appropriate base sequences into said cDNA. 

The whole base sequence of cDNA coding for human Lk 
chain C region may be synthesized by a DNA synthesizer 
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and constructed through PCR method. The human Lk chain 
C region is known to have at least 4 different isotypes and 
each isotype can be used to construct an expression vector. 
For example, based on a search for the homology with Lk 
chain C regions of cloned mouse monoclonal antibodies, an 5 
isotype Mcg+Ke+Oz- of the fragment of human LA, chain C 
region (accession No. X57819) (P. Dariavach et al., Proc. 
Natl. Acad. Sci. USA, 84, 9074-9078, 1987) can be selected 
and used to construct an expression vector. To construct 
cDNA for the known human LA. chain C region such as lQ 
Mcg+Ke+Oz-, for example, the following four primers as 
shown in SEQ ID NOs: 11-14 are designed: The primers 
MBC1HGP1 (SEQ ID NO:ll) and MBC1HGP3 (SEQ ID 
NO: 13) have sense DNA sequences and the primers 
MBC1HGP2 (SEQ ID NO: 12) and MBC1HGP4 (SEQ ID 
NO: 14) have antisense DNA sequences wherein each primer 15 
has a 20 lo 23 bp complementary sequence at either end 
thereof. 

MBC1HGPS (SEQ ID NO: 15) and MBC1HGPR (SEQ 
ID NO: 16) are called external primers, have sequences 
homologous with MBC1HGP1 and MBC1HGP4, 20 
respectively, and have each a recognition sequence for a 
suitable restriction enzyme. Through PCR method, the four 
primers are assembled to synthesize full length cDNA and 
the external primers are added to amplify the cDNA. 

The assembly through PCR method means that 25 
MBC1HGP1 and MBC1HGP2 or MBC1HGP3 and 
MBC1HGP4 are annealed through their complementary 
sequences to synthesize MBC1HGP1-MBC1HGP2 frag- 
ment and MBC1HGP3-MBC1HGP4 fragment and each 
fragment is again annealed through their complementary 30 
sequences to synthesize a cDNA coding for the full length 
human Lk chain C region. 

The thus constructed cDNA coding for human Lk chain C 
region and the above constructed cDNA coding for mouse L 
chain V region can be ligated between suitable restriction 35 
enzyme sites and inserted into an expression vector such as 
pCOSl or pCHOl to construct an expression vector con- 
taining cDNA coding for a Lk chain of a chimeric antibody, 
(ii-b) Construction of lixpression Vector Containing cDNA 
Coding for Chimeric Lk Chain 40 

When an expression vector containing cDNA coding for 
mouse L chain V region is constructed, appropriate base 
sequences can be introduced into said cDNA through PCR 
method. For instance, PCR may be effected using a PCR 
primer which is designed such that said cDNA has a recog- 45 
nition sequence for a suitabie restriction enzyme at its 5'-end 
and Kozak consensus sequence for improving the transcrip- 
tion efficiency, and a PCR primer which is designed such 
that said cDNA has a recognition sequence for a suitable 
restriction enzyme at its 3'-end, to introduce these appropri- 50 
ate base sequences into said cDNA. 

The DNA coding for human Lk chain C region to be 
ligated to the DNA coding for mouse L chain V region can 
be constructed from, for example, HEF-PMlk-gk containing 
the genomic DNA (see W092/19759). 55 

Recognition sequences for suitable restriction enzymes 
can be introduced, through PCR method, into 5'- and 3'-ends 
of DNA coding for Lk chain C region, and the DNA coding 
for mouse L chain V region as constructed above and the 
DNA coding for Lk chain C region can be ligated to each 60 
other and inserted into an expression vector such as pCOSl 
or pCHOl to construct an expression vector containing 
cDNA coding for Lk chain of a chimeric antibody. 
3. Production of Humanized Antibodies 

(1) Search for Homology With Human Antibodies 65 

In order to make a humanized antibody in which CDR of 
a mouse monoclonal antibody is grafted to a human 
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antibody, it is desirable that there exists a high homology 
between FR of the mouse monoclonal antibody and FR of 
the human antibody. Accordingly, a comparison is made 
between V regions of H and L chains of mouse anti-human 
PTHrP monoclonal antibody and the V regions of all the 
known antibodies w whose structures have been elucidated 
with the use of Protein Data Bank. Further, they are simul- 
taneously compared with the human antibody subgroups 
(HSG: Human subgroup) classified by Kabat et al. based on 
the length of antibody FR, the homology of amino acids, and 
the like: Kabat, E. A. et al, US Dep. Health and Human 
Services, US Government Printing Offices, 1991. 

Human H chain V regions may be classified into HSG I 
to III according to the HSG classification by Kabat et af. and 
mouse anti-human PTHrP monoclonal antibody H chain V 
regions have a homology of 82.7% with the consensus 
sequence of HSG III. On the other hand, human Lk chain V 
regions may be classified into HSG I to VI according to the 
HSG classification by Kabat et al. and mouse anti-human 
PTHrP monoclonal antibody Lk chain V regions do not have 
a high homology with the consensus sequences of human Lk 
chain V regions belonging to any subgroups. 

When mouse anti-human PTHrP monoclonal antibody is 
to be humanized, therefore, it is desirable to use human H 
chain V region which belongs to I ISC 111 and has the highest 
homology, or human H chain V region having a FR structure 
with a corresponding canonical structure (Chothia C, et al, 
J. Mol. Biol, 196, 901-917, 1987), as the human H chain V 
region, to construct a humanized antibody. Further, since 
there is no consensus sequence with a high homology in 
subgroups of human Lk chain V regions, it is desirable to 
use human antibody Lk chain V region with a highest 
homology registered in Protein Data Bank upon construction 
of a humanized antibody. 

(2) Design of DNA Coding for Humanized Antibody V 
Region 

The first step for designing DNA coding for a humanized 
antibody V region is to select a human antibody V region as 
a basis for the designing. 

In the present invention, FR of a human antibody V region 
having a homology of higher than HO'// with FR of a mouse 
antibody V region can be used in the humanized antibody. 
The FR of H chain V region as a fragment of a substantially 
identical FR may include FR derived from those belonging 
to the subgroup III, such as S31679: NBRF-PDB, Cuisinier 
A. M. et al., Eur. J. Immunol, 23, 110-118, 1993. Further, 
the FR of L chain V region as a fragment of a substantially 
identical FR may include, for example, FR1, FR2 and FR3 
derived from human antibody HSU03868 (GEN-BANK, 
Deltas M. et al., Scand. J. Immunol., 39, 95-103, 1994) and 
FR4 derived from human antibody S25755 (NBRF-PDB). 

The human antibody S3 1679 was cloned from cDNA 
library of human fetal livers while the human antibody 
HSU03868 was cloned as a novel gene for human Lk chain 
V region. 

(3) Preparation of Polypeptides Comprising Humanized 
Antibody V Region 

In the humanized antibody of the present invention, the C 
region and the framework (FR) regions of the V region of 
saiti antibody are originated from human and the comple- 
mentarity determining regions (CDR) of the V region are 
originated from mouse (FIG. 1). A polypeptide comprising 
the V region of the humanized antibody according to the 
present invention can be made in the manner caifed CDR- 
grafting by PCR method so fong as a DNA fragment of a 
human antibody would be available as a template. The 
"( !DR-grafting" refers to a method wherein a DNA fragment 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (k) - Page 44 of 107 



US 6,903. 

15 

coding for a mouse-derived CDR is made and replaced for 
the CDR of a human antibody as a template. 

If a DNA fragment of a human antibody to be used as a 
template is not available, a base sequence registered in a 
database may be synthesized in a DNA synthesizer and a 5 
DNA for a V region of a humanized antibody can be made 
by the PCR method. Further, when only an amino acid 
sequence is registered in the database, the whole base 
sequence may be deduced from the amino acid sequence on 
the basis of knowledge on the codon usage in antibodies as jQ 
reported by Kabat, E. A. et al. in US Dep. Health and Human 
Services, US Government Printing Offices, 1991. This base 
sequence is synthesized in a DNA synthesizer and a DNA of 
a humanized antibody V region can be prepared by PCR 
method and introduced into a suitable host followed by 
expression thereof to produce the desired polypeptide. 15 

Now, general procedures of CDR-grafting by PCR 
method are described below when a DNA fragment of a 
human antibody as a template is available. 

(i) CDR-Grafting 

Now suppose DNA encoding V region comprises DNAs 20 
coding for FR1, CDR1, FR2, CDR2, FR3, CDR3 and FR4 
which are linked to each other in this order, as shown in FIG. 
2. 

First, mouse derived DNA fragments corresponding to 
respective CDRs are synthesized. CDRs 1 to 3 are synthe- 25 
sized on the basis of the base sequences of the previously 
cloned mouse H and L chain V regions. Grafting primers B 
and E are synthesized such that the primer B should have a 
sequence hybridizing to the mouse CDR1 and human anti- 
body FR2 in the sense direction and the primer E should 
have a sequence hybridizing to the CDR1 and human 
antibody FR1 in the antisense direction (FIG. 2 (1)). 
Similarly, the grafting primers (' and F and the primers D 
and G are synthesized. Further, suitable primers, called 
"external primers" and corresponding to A and H in FIG. 2 
(1), which can hybridize to the regions upstream from FR1 35 
and downstream from FR4, respectively, are also synthe- 
sized. Isolation and extraction of the grafting primers maybe 
carried out in known procedures: Sambrook, et al, Molecu- 
lar Cloning: A Laboratory Manual, Cold Spring Harbor 
Laboratory Press, 1989. 40 

Then, first PCR is performed using the grafting primer L 
and external primer A, the grafting primers B and F, the 
grafting primers C and G as well as the grafting primer D 
and external primer H resulting in the formation of frag- 
ments A-E, B-F, C-G and D-H, respectively, (FIG. 2 (2)). 45 

Since the upstream region of the grafting primer B and a 
part of the downstream region of the grafting primer E have 
been designed to overlap with each other (the same being 
true in the grafting primers C and F as well as D and G), 
these fragments may be annealed with respective comple- 50 
mentary sequences by reacting under suitable temperature 
conditions and assembled to a DNA having a length from A 
to H by PCR. Once a DNA fragment coding for the V region 
is obtained, the external primers A and H may be added and 
second PCR may be performed to yield a DNA coding for 55 
the V region of a humanized antibody in which FRs 1 to 4 
are human derived and CDRs 1 to 3 are mouse derived. 
Then, it may be introduced into a suitable host to express to 
yield the desired polypeptide (FIG. 2 (3)). 

(ii) Construction of DNA and Experssion Vector Coding for on 
Humanized a H Chain V Region 

In the present invention, the whole base sequence of a 
DNA coding for H chain V region of a human antibody to 
be used as a template for a humanized antibody may be 
synthesized by a DNA synthesizer and constructed by PCR 65 
method although said DNA is not available from the natural 
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The H chain V region of a mouse anti-human PTHrP 
monoclonal antibody has a high homology with S31679 
belonging to human subgroup III. In order to employ this 
human antibody as a template to construct a DNA coding for 
a humanized H chain V region, four primers as shown in 
SEQ ID NOs:23-26, for example, are used. The primers 
MBC1HGP1 (SEQ ID NO:23) and MBC1HGP3 (SEQ ID 
NO:24) have sense DNA sequences and MBC1HGP2 (SEQ 
ID NO:25) and MBC1HGP4 (SEQ ID NO:26) have anti- 
sense DNA sequences. They are designed to each have a 15 
to 21 bp complementary sequence at either end thereof. 

External primers MBC1HVS1 (SEQ ID NO:27) and 
MBC1HVR1 (SEQ ID NO:28) have a homologous 
sequence with MBC1HGP1 and MBC1HGP4, respectively, 
and each comprises a recognition sequence for a respective 
suitable restriction enzyme. The four primers are assembled 
by PCR method to synthesize a full length cDNA, and the 
external primers are added to amplify the DNA. The "assem- 
bling by PCR method" herein involves annealing 
MBC1HGP1 and MBC1HGP2 or MBC1HGP3 and 
MBC1HGP4 through their complementary sequences to 
synthesize a MBC1HGP1-MBC1HGP3 fragment and a 
MBC1HGP2-MBC1HGP4 fragment and further annealing 
the fragments through their complementary sequences to 
synthesize the full length DNA for a humanized H chain V 

Human antibody H chain C region may be any human H 
chain C region such as, for example, human H chain Cyl, 
Cy2, Cy3 or Cy4. 

The DNA for H chain V region of a humani/etl antibody 
constructed as above described may be ligated to DNA for 
any human antibody H chain C region, for example, human 
H chain Cyl region. As mentioned in the section "Produc- 
tion of H chain of chimeric antibody", the DNA for H chain 

V region may be treated with a suitable restriction enzyme 
and ligated to a DNA coding for a human H chain C region 
under an expression control region such as an enhancer/ 
promoter system to make an expression vector containing 
DNAs for a humanized II chain V region and a human II 
chain C region. 

(iii) Construction of DNA and Experssion Vector Coding for 
Humanized L Chain V Region 

In the present invention, the whole base sequence of DNA 
coding for L chain V region of a human antibody to be used 
as a template may be synthesized by a DNA synthesizer and 
constructed by PCR method although the DNA for L chain 

V region is not available as in the case of the DNA coding 
for H chain V region. 

In order to construct a DNA for a humanized L chain V 
region using as a template a human antibody SU03868 
having a highest homology with the L chain V region of a 
mouse anti-human PTHrP monoclonal antibody, four prim- 
ers as shown in SEQ ID NOs:29-32, for example, are used. 
The primers MBC1LGP1 (SEQ ID NO:29) and 
MBC1LGP3 (SEQ ID NO:30) have sense DNA sequences 
and MBC1LGP2 (SEQ ID NO:31) and MBC1LGP4 (SEQ 
ID NO:32) have antisense DNA sequences. They are 
designed to each have a 15 to 21 bp complementary 
sequence at either end thereof. 

External primers MBC1LVS1 (SEQ ID NO:33) and 
MBC1LVR1 (SEQ ID NO:34) have a homologous sequence 
with MBC1LGP1 and MBC1LGP4, respectively, and each 
comprises a recognition sequence for a respective suitable 
restriction enzyme. The four primers are assemled by PCR 
method to synthesize a full length DNA, and the external 
primers are added to amplify the DNA. The "assemling by 
PCR method" herein involves annealing MBC1LGP1 and 
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MBC1LGP3 or MBC1LGP2 and MBC1LGP4 through their 
complementary sequences to synthesize a MBC1LGP1- 
MBC1LGP3 fragment and a MBC1LGP2-MBC1LGP4 
fragment and further annealing the fragments through their 
complementary sequences to synthesize a full length DNA 
coding for a humanized H chain V region. 

Human antibody L chain C region may be any human L 
chain C region such as, for example, human L chain Cy or 
Ck. 

The DNA for L chain V region of a humanized antibody 
constructed as above described may be ligated to DNA for 
any human antibody L chain C region, for example, human 
L chain CL region. The DNA for L chain V region may be 
treated with a suitable restriction enzyme and ligated to a 
DNA coding for a human Lk chain C region under an 
expression control region such as an enhancer/promoter 
system to make an expression vector containing DNAs 
coding for a humanized L chain V region and a human Ly 
chain C region. 

Even if a polypeptide comprising a V region of a human- 
ized antibody could be produced as above described, it is not 
necessarily clear whether or not said polypeptide would 
have an activity as an antibody, such as binding or neutral- 
izing activity against its antigen. Particularly in the case of 
L chain, since the L chain V region of a mouse anti-human 
PTHrP monoclonal antibody is derived from a very rare VXx 
gene, it should be necessary to investigate the presence or 
absence of the activity by combining it with a humanized H 
chain and expressing in an animal cell such as COS-7. 

As a method for elucidating which FR in a humanized 
antibody V region may contribute to the binding and neu- 
tralizing activity of the humanized antibody, construction of 
a hybrid V region (Ohtomo, T. et al., Molecular 
Immunology, 32, 407^16, 1995) and confirmation may be 
effective. In order to elucidate which amino acid in the L 
chain V region of the humanized antibody according to the 
present invention should be mutated to provide one having 
the activity, a DNA in which a fragment of an FR region of 
a humanized antibody is recombined with a fragment of a 
mouse derived FR region is constructed and each region is 
assessed for humanization. 

As shown in FIG. 3, an antibody having a polypeptide 
comprising a recombinant V region in which FR1 and FR2 
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are derived from a human antibody and FR3 and FR4 are 
derived from a mouse antibody (such an antibody having a 
recombinant fragment being referred to as a "hybrid 
antibody"), a hybrid antibody in which only FR1 is human 

5 derived, and a hybrid antibody in which only FR2 is human 
derived, are made. Each of DNAs coding for these hybrid 
antibodies is introduced into an expression vector and the 
humanized antibodies are temporarily expressed to investi- 
gate the presence of antibody activities. 

Using this method, the present inventor has investigated 
polypeptides comprising L chain V regions for antigen 
binding and neutralizing activities and finally found that 
certain amino acids to be replaced exist in FR2 and FR3. 

15 Having found that amino acids contributing to the activity 
exist in FR2 and FR3 regions, the present inventor has 
elucidated that the 36th, 45th and 49th amino acids in FR2 
region and the 87th amino acid in FR3 region (the number- 
ing of amino acids of antibodies having been determined by 

20 Kabat, E. A. et al., US Dep. Health and Human Services, US 
Government Printing Offices, 1991) contribute to the activ- 
ity. 

Thus, a polypeptide comprising a V region in which such 
amino acid(s) is/are mutated (e.g., replaced) is made in the 
25 present invention. 

First, a polypeptide comprising a V region having an 
amino acid sequence as a base into which a mutation of 
amino acid(s) is to be introduced is prepared by the afore- 
mentioned CDR-grafting. This base polypeptide comprises 
30 the amino acid sequence as shown in SEQ ID NO: 47 and is 
referred to as "version a" (a in Table 1). 

Then, from the version a as a base, various variant 
fragments in which one or some amino acids of FR are 
mutated arc made. 

The introduction of mutation may be carried out by 
designing an oligonucleotide primer (mutagenic primer) 
coding for an amino acid to be introduced as a desired 
mutation and performing PGR using said primer. 
40 Thus, polypeptides comprising V regions (versions b to t) 
in which a specific amino acid(s) in FR2 and FR3 is/are 
mutated are made (b to t in Table 1). 
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TABLE 1-coi 
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The DNA cording for each version of L chain V region of 50 
a humani/cd anlibody as constructed above may be ligalcd 
to a DNA of any L chain C region of a human antibody, such 
as human L chain CX region. Thus, it is treated with a 
suitable restriction enzyme and ligated to a DNA coding for 
a human Lk chain C region under the control of an expres- 55 
sion control region such as an enhancer/promoter system to 
construct an expression vector comprising a DNA coding for 
each version of the humanized L chain V region and a DNA 
coding for the humanized Lk chain C region. 

The DNA coding for H chain V region of a humanized 60 
antibody and a human H chain C region as previously 
constructed and the DNA coding for a humanized L chain V 
region and human L chain C region may also be introduced 
into a single expression vector such as that disclosed in 
W094/11523, said vector may be used to transform a host 65 
cell, and the transformed host may be cultivated in vivo or 
in vitro to produce a desired humanized antibody. 



4. Production of Chimeric Antibody and Humanized Anti- 

To produce a chimeric or humanized antibody, two 
expression vectors as above mentioned should be prepared. 
Thus, with respect to a chimeric antibody, an expression 
vector comprising a DNA coding for a mouse H chain V 
region and a human H chain C region under the control of 
an expression control region such as an enhancer/promoter 
system, and an expression vector comprising a DNA coding 
for a mouse L chain V region and a human L chain C region 
undci the control of an expression control region such as an 
enhancer/promoter system are constructed. With respect to a 
humanized antibody, an expression vector comprising a 
DNA coding for a humanized H chain V region and a human 
H chain C region under the control of an expression control 
region such as an enhancer/promoter system, and an expres- 
sion vector comprising a DNA coding for a humanized L 
chain V region and a human L chain C region under the 
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control of an expression control region such as an enhancer/ 
promoter system are constructed. 

Then, a host cell such as a mammalian cell is cotrans- 
formed with these expression vectors and the resulting 
transformed cell is cultivated in vitro or in vivo to produce 
the chimeric or humanized antibody (see, for example, 
W091/16928). 

Alternatively, a DNA coding for H chain V and C regions 
and a DNA coding for I. chain V and (' regions may be 
ligated to a single vector and transformed into a suitable host 
cell to produce an antibody. Thus, in the expression of a 
chimeric antibody, a DNA coding for a mouse leader 
sequence present in the cloned cDNA, a mouse H chain V 
region and a human H chain C region as well as a DNA 
coding for a mouse leader sequence, a mouse L chain V 
region and a human L chain C region, are introduced into a 
single expression vector such as one disclosed in e.g. 
W094/11523. In the expression of a humanized antibody, a 
I )NA coding 6 ir a humanized II chain V region and a human 
H chain C region and a DNA coding for a humanized L chain 
V region and a human L chain C region are introduced into 
a single expression vector such as one disclosed in e.g. 
W094/11523. Such a vector is used to transform a host cell 
and the transformed host is cultivated in vivo or in vitro to 
produce a chimeric or humanized antibody of interest. 

The chimeric or humanized antibody of interest which is 
thus produced by cultivating the transformant transformed 
with a DNA coding for said chimeric or humanized antibody 
may be isolated from the interior or exterior of the cell and 
purified to uniformity. 

The isolation and purification of the chimeric or human- 
ized antibody of interest according to the present invention 
may be carried out by using a protein A agarose column, but 
may also be performed by any methods used in isolation and 
purification of conventional proteins and thus is not limited. 
For instance, various chromatography, ultrafiltration, salting 
out and dialysis may optionally be selected or combined to 
isolate and purify the chimeric or humanized antibody. 

Any expression system may be used to produce the 
chimeric or humanized antibody against human PTHrP 
according to the present invention. For example, eukaryotic 
cells include animal cells such as established mammalian 
cell lines, mold and fungal cells, and yeast cells; prokaryotic 
cells include bacterial cells such as Escherichia coli cells. 
Preferably, the chimeric or humanized antibody of the 
present invention is expressed in a mammalian cell such as 
COS or CHO cell. 

Any conventional promoters useful for the expression in 
mammalian cells may be used. For example, human cytome- 
galovirus immediate early (HCMV) promoter is preferably 
used. Examples of expression vectors comprising HCMV 
promoter include HCMV-VH-HCy 1 and HCMV-VL-HCK 
derived from pSV2neo (W092/19759). 

In addition, promoters for gene expression in mammalian 
cells which can be used in the present invention may include 
virus promoters, such as those of retrovirus, polyoma virus, 
adenovirus and simian virus (SV) 40, and mammalian cell 
derived promoters, such as those of human polypeptide 
chain elongation factor-la (HEF-la). For example, SV40 
promoter may be readih used according to Mulligan el al. 
method (Nature, 277, 108, 1979); Mizushima, S. et al. 
method (Nucleic Acids Research, 18, 5322, 1990) may be 
easily used with HEF-la promoter. 

Origin of replication usable herein includes those derived 
from SV40, polyoma virus, adenovirus or bovine papilloma 
virus (BPV). Further, the expression vector may comprise a 
gene for phosphotransferase APH(3') II or I (neo), thymidine 
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kinase (TK), E. coli xanthine-guanine phosphoribosyltrans- 
ferase (Ecogpt) or dihydrofolate reductase (DHFR) as a 
selective marker for increasing the gene copy number in a 
host cell system. 
5 5. Evaluation of Antigen Binding and Neutralizing Activity 
of Chimeric and Humanized Antibodies 

(1) Determination of Antibody Concentration 

The concentration of the resulting purified antibody can 
be determined by ELISA. 

1Q ELISA plates for determining the antibody concentration 
are prepared in the following manner: 100 fA of a goat 
anti-human IgG antibody prepared at a concentration of e.g. 
1 fig/ml is immobilized in each well of a 96 well plate for 
ELISA (for example, Maxisorp, NUNC). After blocking 
with 200 /il of a diluting buffer (for example, 50 mM 

15 Tris-HCl, 1 mM MgCl 2 , 0.1 M NaCl, 0.05% Tween20, 
0.02% NaN 3 , 1% bovine serum albumin (BSA), pH 7.2), a 
stepwise diluted supernatant of COS-7 or CHO cells in 
which the chimeric, hybrid or humanized antibody has been 
expressed, or purified chimeric, hybrid or humanized anti- 

20 body is added to each well, 100 (A of an alkaline 
phosphatase -conjugated goat anti-human IgG antibody is 
added, and 1 mg/ml of a substrate solution (Sigma 104, 
p-nitrophenylphosphoric acid, SIGMA) is then added, after 
which the absorbance at 405 nm is measured by a microplate 

25 reader (Bio Rad). Hu IgGlX Purified (The Binding Site) may 
be used as a standard for the determination of concentra- 
tions. 

(2) Determination of Antigen Binding Ability 

ELISA plates for determining the antigen binding ability 
30 are prepared in the following manner: 100 //I of human 
PTHrP (1-34) prepared at a concentration of 100 fil/ml is 
immobilized to each well of a 96 well plate for EI .ISA. After 
blocking w ith 200 //l of a diluting buffer, a stepwise diluted 
supernatant of COS-7 or CHO cells in which the chimeric, 
35 hybrid or humanized antibody has been expressed, or puri- 
fied chimeric, hybrid or humanized antibody is added to 
each well, 100^1 of an alkaline phosphatase-conjugated goat 
anti-human 

(3) Determination of Neutralizing Activity 

40 Determination of the neutralizing activity of the mouse, 
chimeric and humanized antibodies can be carried out by, 
e.g., using rat osteosarcoma cell line ROS17/2.8-5 cell 
(Sato, K. et al., Acta Endocrinology, 116, 113-120, 1987). 
Thus, ROS17/2.8-5 cells are stimulated by 4 mM hydro- 

45 cortisone to induce PTH/PTHrP receptor. The degradative 
enzyme for cAMP is inhibited with 1 mM of isobutyl-1- 
methyl xanthine (IBMX, SIGMA). The mouse, chimeric or 
humanized antibody to be determined for neutralizing activ- 
ity is mixed with an equal amount of PTHRP (1-34) and the 

50 resulting mixture of each antibody and PTHrP (1-34) is 
added to each well. The neutralizing ability of the mouse, 
chimeric or humanized antibody can be estimated by mea- 
suring the amount of cAMP produced by rat osteosarcoma 
cell lines ROS 17/2.8-5 cells due to stimulation with PTHrP. 

55 (4) Kinetic Analysis of Interactions Between PTHrP and 
Anti-PTHrP Antibody 

In the present invention, the kinetics in the interactions 
between PTHrP and anti-PTHrP may be analyzed by a 
variety of means and procedures. Specifically, dissociation 

constants may be measured by Scatchard analysis and a 
surface plasmon resonance sensor called BIACORE 
(developed and commercialized by Pharmacia Biotech). 
Analysis by a surface plasmon resonance sensor called 
65 BIACORE will be described hereininbelow as one example. 
The basic structure of BIACORE comprises an optical 
source, a prism, a detector and a micro -passage. In practice, 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (k) - Page 48 of 107 



US 6,9( 

23 

a ligand is immobilized on a cassette-type sensor tip and an 
analyte is injected thereinto. When there is any affinity 
between them, the binding amount is optically detected. 

The detecting principle is a phenomenon called surface 
plasmon resonance. Thus, of incident light injected to the 
interface between a glass and a metal film so that total 
reflection should occur, the incident light at a certain angle 
is used to excite surface plasmon and damped. The angle 
vary depending upon the change in concentration of a 
solvent in contact with the metal film (sensor). BIACORE 
detects this change. 

In BIACORE, this change is called a resonance signal 
(SPR signal) and a change of 0.1 degree is 1000 RU 
(resonance units). 1000 RU corresponds to a change in the 
binding of about 1 ng of a protein onto a thin gold sensor of 
1 mm 2 in surface area. For a protein, a change of about 50 
RU (50 pg) can be fully detected. 

The detected signals are converted into a binding curve 
called a sonsorgram by a computor attached to BIACORE, 
which is drawn on a computor display in real time: Natsume, 
T, et al. (1995) Experimental Medicine, 13, 563-569; 
Karlsson, R., et al. (1991) J. Immunol. Methods 145, 
229-240. 

Kinetics parameters, i.e., dissociation constant (KD), dis- 
sociation rate constant (Kdiss) and association rate constant 
(Kass), of the anli-PTIIrP antibodies of the present invention 
may be measured by the above mentioned BIACORE. 

The anti-PTllrP antibodies of the present invention pref- 
erably have as small a dissociation constant (KD value) as 
possible in view of neutralizing activity. Preferably, the 
anli-PTIIrP antibodies of the present invention have a KD 
value 1.86x10" 7 or less, more preferably 1.86xl0" 8 or less, 
most preferably 3.58xl0~ 10 or less. 

The KD values are determined from two parameters, 
dissociation rate constants (Ktliss) and association rate con- 
stants (Kass) (KI)=Kdiss Kass). Apparently, therefore, the 
KD values are smaller w hen the Ktliss values are smaller and 
the Kass values are larger. 

Specifically, the Kdiss values of the anti-PTHrP antibod- 
ies according to the present invention may be l.UxlO'^l/ 
Sec] or less. Preferably, the Kdiss values are 1.22xl0~ 2 or 
less, more preferably 3.16xl0" 4 or less, most preferably 
2.32xl0" 4 [ 1/Sec] or less. 

On the other hand, the Kass values may be 6.55xl0 4 
[1/M.Sec] or more. Preferably, the Kass values are 6.55xl0 5 
or more, more preferably 0.883xl0 6 or more, most prefer- 
ably 1.03xl0 6 [1/M.Sec] or more. 

Further, also preferred are anti-PTHrP antibodies having 
a Kdiss value of 1.22xl0 _1 [1/Sec] and a Kass value of 
6.55xl0 4 [1/M.Sec] or more. 

More specifically, the anti-PTHrP antibodies of the 
present invention have a KD value in the range of 1.02x 
10" 11 to 1.86xl0" 7 [M], preferably 1.02X10" 10 to 1.86xl0" 8 
[M], more preferably 1.34X10" 10 to 3.58X10" 10 [M], most 
preferably 2.25xl0" 10 to 3.58X10" 10 [M]. 

The Kdiss values are in the range of 7.38xl0" 6 to 1.22x 
10- 1 [1/Sec], preferably 7.38xl0- 5 to 1.22xl0- 2 [1/Sec], 
more preferably 1.66xl0" 4 to 3.16xl0" 4 [1/Sec], most pref- 
erably 1.66xl0" 4 to 2.32xl0" 4 [1/Sec]. 

The Kass values are in the range of 6.55xl0 4 to 1.24xl0 7 
[1/M.Sec], preferably 6.55xl0 5 to 1.24xl0 6 [1/M.Sec], 
more preferably 7.23xl0 5 to 1.03xl0 6 [1/M.Sec], most 
preferably 0.883xl0 6 to 1.03xl0 6 [1/M.Sec]. 

These KD, Kdiss and Kass values may be obtained by 
Scatchard analysis or a surface plasmon resonance sensor 
such as BIACORE, preferably by BIACORE. 
6. Pharmaceutical Composition and Ilypercalcemia- 
Suppressing Agent Comprising Anti-PTHrP or Humanized 
Antibody as Effective Ingredient. 
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The therapeutic effect of the humanized antibody on 
PTHrP may be confirmed by administering the antibody 
against PTHrP or the humanized antibody to an animal 
exhibiting hypercalcemia and measuring an index for hyper- 

5 calcemia. In animals exhibiting hypercalcemia and patients 
suffering from hypercalcemia, hypophosphatemia is often 
observed; the antibodies of the present invention may also 
be used to improve the hypophosphatemia. 

The antibody used in the present invention is an anti- 

10 PTHrP antibody including human, chimeric and primatized 
antibodies or a humanized antibody against PTHrP having 
the dissociation constant, dissociation rate constant and 
association rate constant. The antibody will neutralize the 
activity of PTHrP by binding to PTHrP and preferably 

15 includes, in particular, humanized #23-57-137-1 antibody. 
The method for producing the humanized #23-57-137-1 
antibody will be described in Examples 1 to 3. 

The antibody used in the present invention can be purified 
to a high purity by any combination of conventional puri- 

20 fication means such as salting out, gel filtration using HPLC 
etc., and affinity chromatography using a protein A column 
etc. Recognition of PTHrP by the thus purified antibody with 
a high accuracy may be confirmed by any conventional 
immunological means such as radioimmunoassay (RIA), 

25 enzyme immunoassay (EIA, ELISA) or immunofluores- 
cence analysis. 

The animal exhibiting hypercalcemia which may be used 
includes a model animal prepared by transplanting PTIIrP- 
producing tumor cells to an experimental animal with 
reduced or deleted immunological function. The tumor cells 
transplanted are preferably human derived ones including, 
for example, human pancrea cancer PAN-7. The animal with 
reduced or deleted immunological function to which the 
tumor cells are transplanted includes nude mouse and SCID 
mouse. 

Suppression of hypercalcemia may be evaluated by 
observing the concentration of calcium in the blood, the 
reduction of body weight or the reduction of extent of 
movement with the lapse of time and determining the degree 
of improvement. 

The pharmaceutical composition and hypercalcemia sup- 
pressing agent comprising the antibody or humanized anti- 
body against PTHrP as an effective ingredient according to 
the present invention may be parenterally administered 
systemically or topically. For example, intravenous injection 
including drip, intramuscular injection, intraperitoneal injec- 
tion or subcutaneous injection may be selected. The method 
of administration may be properly selected depending on the 
age of a patient and the conditions of disease. An effective 
single dose may be selected from the range of 0.01 to 1,000 
mg per kg of body weight. Alternatively, the dose to a patient 
may be 5 to 10,000 mg/body, preferably 50 to 1,000 
mg/body. 

The pharmaceutical composition and hypercalcemia sup- 
pressing agent comprising the antibody or humanized anti- 
body against PTHrP as an effective ingredient according to 
the present invention may further comprise a pharmaceuti- 
cally acceptable carrier and/or additive(s) depending upon 
the administration route. Examples of such carrier and 
additive may include water, pharmaceutical!} acceptable 
organic solvents, collagen, polyvinyl alcohol, polyvinyl 
pyrrolidone, carboxyvinyl polymer, sodium carboxymethyl 
cellulose, poly(sodium acrylate), sodium arginate, water 
soluble dextran, sodium carboxymethyl starch, pectin, 
methyl cellulose, ethyl cellulose, xanthane gum, gum arabic, 
casein, gelatin, agar, diglycerin, glycerin, propylene glycol, 
polyethylene glycol, vaseline, paraffin, stearyl alcohol, 
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stearic acid, human serum albumin (HSA), mannitol, 
sorbitol, lactose, and surfactants acceptable as pharmaceu- 
tical additives. The additives used may be properly selected 
from the above either alone or in combination, but not 
limited thereto. 

The antibody of the present invention may be used widely 
in hypercalcemia associated with various cancers (malignant 
tumors). These cancers are not particularly limited and 
include not • mly a single cancer but also a combination of a 
plurality of cancers. The cancers may include for example 
pancreas, lung, pharynx, larynx, tongue, gingiva, esophagus, 
stomach, biliary duct, breast, kidney, urinary bladder, uterus 
and prostate cancers, and malignant lymphoma. 

BRIEF DESCRIPTION OF DRAWINGS 

FIG. 1 is a schematic illustration of the antibody accord- 
ing to the present invention; 

FIG. 2 is a schematic illustration of the CDR-grafting; 

FIG. 3 is an illustration of the determination of the FRs 
and the CDRs of the V region; 

FIG. 4 is a graph showing the measurement result of the 
antigen-binding activity of the antibodies; 

FIG. 5 is a graph showing the measurement result of the 
antigen-binding activity of the antibodies; 

FIG. 6 is a graph showing the measurement result of the 
antigen-binding activity of the antibodies; 

FIG. 7 is a graph showing the measurement result of the 
antigen-binding activity of the antibodies; 

FIG. 8 is a graph showing the measurement result of the 
antigen-binding activity of the antibodies; 

FIG. 9 is a graph showing the measurement result of the 
antigen-binding activity of the antibodies; 

FIG. 10 is a graph showing the measurement result of the 
antigen-binding activity of the antibodies; 

FIG. 11 is a graph showing the measurement result of the 
antigen-binding activity of the antibodies; 

FIG. 12 is a graph showing the neulrali/ing activity of the 
humanized antibodies; 

FIG. 13 is a graph showing the neulrali/ing activity of the 
humanized antibodies; 

FIG. 14 is a graph showing the neutralizing activity of the 
humanized antibodies; 

FIG. 15 are graphs illustrating the efficacy of the anti- 
bodies of the present invention against a hypercalcemic 
model animal; 

FIG. 16 are graphs illustrating the efficacy of the anti- 
bodies of the present invention on a hypercalcemic model 
animal; 

FIG. 17 are graphs illustrating the efficacy of the anti- 
bodies of the present invention on a hypercalcemic model 
animal; 

FIG. 18 are graphs illustrating the efficacy of the anti- 
bodies of the present invention on a hypercalcemic model 
animal; 

FIG. 19 is a sensorgram illustrating the immobilization of 
PTHrP onto sensor tip; 

FIG. 20 is a graph showing the results of the kinetic 
analysis of the antibody according to the invention; 

FIG. 21 is a graph showing the results of the kinetic 
analysis of the antibody according to the invention; 

FIG. 22 is a graph showing the results of the kinetic 
analysis of the antibody according to the invention; 

FIG. 23 is a graph showing the results of the kinetic 
analysis of the antibody according to the invention; 
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FIG. 24 is a graph showing the results of the kinetic 
analysis of the antibody according to the invention; 

FIG. 25 is a graph showing the test results of the effect of 
the humanized antibody according to the invention on 
5 fractional excretion of phosphate; 

FIG. 26 is a graph showing the test result of the effect of 
the humanized antibody according to the invention on 
phosphorus concentration in plasma; 
1Q FIG. 27 is a photograph showing the apparent clinical 
symptoms of hypercalcemia model mice developed after 
administration of the anti-PTHrP antibody according to the 
invention (morphology of living animal); 

FIG. 28 is a photograph showing the apparent clinical 
15 symptoms of hypercalcemia model mice developed after 
administration of the anti-PTHrP antibody according to the 
invention (morphology of living animal); 

FIG. 29 is a graph showing the change in spontaneous 
activity of a hypercalcemia model animal over time after 
20 administering the anti-PHTHrP antibody according to the 
invention in comparison with that of a control model animal 
administered with physiological saline; 

FIG. 30 is a graph showing the change in body tempera- 
ture of a hypercalcemia model animal over time after 
25 administering the anti-PHTHrP antibody according to the 
invention in comparison w ith that of a control model animal 
administered with physiological saline; and 

FIG. 31 is a graph showing the change in blood pH of a 
hypercalcemia model animal over lime after administering 
30 the anti-PHTHrP antibody according to the invention in 
comparison with that of a control model animal adminis- 
tered with physiological saline. 

EXAMPLE 

Hereinbelow, the present invention will be described in 
more detail with reference to the following Examples, which 
should not be construed as limiting the scope of the inven- 
tion. 

40 Reference Example 1 

Preparation of Anti-PTHrP (1-34) Mouse 
Monoclonal Antibody Producing Hybridoma 
Hybridomas capable of producing a monoclonal antibody 
against human PTHrP (1-34), #23-57-154 and #23-57-137- 
1, were prepared in accordance with the method reported by 
Kanji Sato et al. (Sato, K. et al., J. Bone Miner. Res. 8, 
849-860, 1993). 
5n The immunogen used was PTIIrP (1-34) (Peninsula), to 
which a carrier protein, thyroglobulin, was conjugated using 
carbodiimide (Dojinn). The thycloglobulin-conjugated 
PTHrP (1-34) was dialyzed to obtain a solution having a 
protein concentration of 2/(g ml. The resultant solution was 
ss mixed with Freund's adjuvant (Difco) in a mixing ratio of 
1:1 to obtain an emulsion. This emulsion was injected to 
each of 16 female BALB/C mice dorsal-subcutaneously or 
intraperitoneally in a dose amount of 100 fig/mouse to 
immunize the mice. The injection was conducted 11 times. 
60 With respect to the adjuvant, Freund's complete adjuvant 
was used in the injection for the first immunization, and 
Freund's incomplete adjuvant was used in the injection for 
subsequent immunizations. 

Each of the mice immunized was determined for its 
65 antibody titers in the sera in the following manner: 

Each of the mice was blood-drawn from its tail vein and 
the blood was then subjected to centrifugation to obtain a 
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serum. The serum was diluted with a RIA buffer, mixed with 
125 I-labeled PTHrP (1-34), and subjected to determination 
of its binding activity. The mice which have been confirmed 
to have a satisfactorily high antibody titer were injected with 
PTHrP (1-34) without the carrier protein intraperitoneally in 5 
a dose amount of 50 ^g/mouse for the final immunization. 

Three days after the final immunization, the mice were 
sacrificed and excised their spleens. Thereafter, spleen cells 
were subjected to cell fusion with mouse myeloma cell line 
P3x63Ag8U. 1 in accordance with a conventional known 1° 
method using 50% polyethylene glycol 4000. The fused 
cells thus prepared were inoculated into each well of 85 of 
96-well plates in an amount of 2xl0 4 /well. The screening of 
hybridomas of interest was conducted using a HAT medium 
as follows. 15 

The screening of the hybridomas was conducted by 
determining for the presence of PTHrP-recognition antibod- 
ies in the culture supernatant with respect to the wells in 
which cell growth had been observed in the HAT medium by 
a solid phase RIA method. The hybridomas were collected 20 
from the wells in which the binding ability to the PTHrP- 
rect ignition antibody was confirmed. The hybridomas thus 
obtained was suspended into a RPMI-1640 medium con- 
taining 15% FCS and supplemented with OPI-supplement 
(Sigma), followed by unification of the hybridomas by a 25 
limiting dilution method, thereby obtaining two types of 
hybridoma clones, #23-57-154 and #23-57-137-1 both 
exhibiting a strong binding ability to PTHrP (1-34). 

Hybridoma clone #23-57-137-1, which was designated 3Q 
"mouse — mouse hybridoma #23-57-137-1", has been 
deposited under the terms of the Budapest Treaty on Aug. 
15, 1996 at the National Institute of Bioscience and Human- 
technology, Agency of Industrial Science and Technology, 
Japan (1-3, Higashi 1-chome, Tsukuba-shi, Ibaragi-ken, 
Japan) under the accession No. FERM BP-5631. 

EXAMPLE 1 

Cloning of DNA Coding for V Region of Mouse 
Monoclonal Antibody Against Human PTHrP 40 
(1-34) 

Cloning of the DNA coding for the V region of the mouse 
monoclonal antibody against human PTHrP (1-34) obtained 
above, #23-57-137-1, was conducted in the following man- 45 
ner. 

(1) Preparation of mRNA 

mRNA was prepared from hybridoma #23-57-137-1 
using Quick Prep mRNA Purification Kit (Pharmacia 
Biotech) as foffows. 50 

The cells of hybridoma #23-57-137-1 obtained above 
were fully homogenized with an extraction buffer, and 
mRNA was extracted therefrom using an oligo(dT)- 
Cellulose Spun Column in accordance with the procedure by 
the manufacturer of the kit. The extraction solution was 55 
subjected to ethanol precipitation to obtain the mRNA as 
precipitates. The mRNA precipitates were dissolved in an 
elution buffer. 

(2) Preparation and Amplification of cDNA of the Gene 
Coding lor Mouse H Chain V Region 60 
(i) Cloning of cDNA for H Chain V Region of #23-57-137-1 
Antibody 

A DNA coding for the H chain V region of the mouse 
monoclonal antibody against human PTHrP was cloned by 
a 5'RACE method (Frohman, M. A. et al., Proc. Natl. Acad. 65 
Sci. USA, 85, 8998-9002, 1988; Belyavsky, A. et al., 
Nucleic Acids Res. 17, 2919-2932, 1989). This method was 



conducted using 5'-Ampli FINDER RACE Kit 
(CLONETECH) in accordance with the procedure by the 
manufacturer. In this method, the primer used for synthesis 
of cDNA was MIIC2 primer (SEQ ID NO: 1) which is 
hybridizable with mouse H chain C region. About 2 fig of l he 
above-obtained mRNA, which was a template for cDNA 
synthesis, was mixed with 10 pmoles of MHC2 primer. The 
resultant mixture was reacted with a reverse transcriptase at 
52° C. for 30 min to prepare a cDNA which was comple- 
mentary to the mRNA. 

The resultant was mixed with 6N NaOH to hydrolyze the 
mRNA therein (at 65° C. for 30 min.) and then subjected to 
ethanol precipitation to isolate the cDNA as precipitates. The 
cDNA thus isolated was ligated to Ampli FINDER Anchor 
(SEQ ID NO: 42) on its 5'-end by reacting with T4 RNA 
ligase at 37° C. for 6 hours and additionally at room 
temperature for 16 hours. As the primers for amplification of 
the cDNAby a PCR method, Anchor primer (SEQ ID NO: 
2) and MHC-G1 primer (SEQ ID NO: 3) (S. T. Jones, et al, 
Biotechnology, 9, 88, 1991) were used. 

The PCR solution (50 /A) used in this method comprised 
10 mM Tris-HCl (pH 8.3), 50 mM KC1, 0.25 mM dNTPs 
(dATP, dGTP, dCTP, dTTP), 1.5 mM MgCl 2 , 2.5 units of 
TaKaRa Taq (Takara Shuzo), 10 pmoles Anchor primer, and 
1 fil of the reaction mixture of the cDNAto which MHC-G1 
primer and Ampli FINDER Anchor primer had been ligated, 
over which 50 fA of mineral oil was layered. Thirty cycles of 
the PCR reaction was conducted using Thermal Cycler 
Model 480J (Perkin Elmer) and a temperature cycle of 94° 
C. for 45 sec; 60° C. for 45 sec; and 72° C. for 2 min. 
(ii) Cloning of cDNA for #23-57-137-1 Antibody L Chain V 
Region 

A DNA coding for L chain V region of the mouse 
monoclonal antibody against human PTHrP was cloned by 
the 5'-RACE method (Frohman, M. A. et al., Proc. Natl. 
Acad. Sci. USA, 85, 8998-9002, 1988; Belyavsky, A. et al, 
Nucleic Acids Res. 17, 2919-2932, 1989). This method was 
conducted using 5'-Ampli Finder RACE Kit (Clonetech) in 
accordance with the procedure by the manufacturer. In this 
method, oligo-dT primer was used as the primer for synthe- 
sizing a cDNA. About 2 /<g of the above-mentioned mRNA 
(which was a template for cDNA synthesis) was mixed with 
oligo-dT primer. The resultant mixture was reacted with a 
reverse transcriptase at 52° C. for 30 min. to prepare a 
cDNA. The resultant was mixed with 6N NaOH to hydro- 
lyze the RNA therein (at 65° C. for 30 min.). The resultant 
mixture was subjected to ethanol precipitation to isolate the 
cDNA as precipitates. The cDNA thus synthesized was 
ligated to the Ampli FINDER Anchor on its 5'-end by 
reacting with T4 RNA ligase at 37° C. for 6 hours and 
additionally at room temperature for 16 hours. 

PCR primer MLC (SEQ ID NO: 4) was designed based on 
the conserved sequence of a mouse L chain X chain C region 
and then synthesized using 394 DNA/RNA Synthesizer 
(ABI). The PCR solution (100 fA) used for the synthesis of 
the primer comprised 10 mM Tris-HCl (pH 8.3), 50 mM 
KC1, 0.25 mM dNTPs (dATP, dGTP, dCTP, dTTP), 1.5 mM 
MgCl 2 , 2.5 units of AmpliTaq (PERKIN ELMER), 50 
pmoles of Anchor primer (SEQ ID NO: 2), and 1 fA of the 
reaction mixture of the cDNAto which MLC (SEQ ID NO: 
4) and Ampli FINDER Anchor were ligated, over 50 /A of 
mineral oil was layered. Thirty-five cycles of the PCR 
reaction was conducted using Thermal Cycler Model 480J 
(Perkin Elmer) and a temperature cycle of 94° C. for 45 sec; 
60° C. for 45 sec; and 72° C. for 2 min. 
(3) Purification and Fragmentation of the PCR Product 

Each of the DNA fragments amplified by the PCR meth- 
ods described above was separated by agarose gel electro- 
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phoresis using 3% Nu Sieve GTG agarose (FMC Bio. 
Products). For each of the H chain V region and the L chain 

V region, agarose gel fraction containing a DNA fragment of 
about 550 bp in length was excised from the gel, respec- 
tively. Each of the gel fractions obtained was subjected to 5 
purification of the DNA therefrom using GENECLEAN II 
Kit (BIO101) in accordance with the procedure by the 
manufacturer. The purified DNA was precipitated from the 
solution with ethanol and then dissolved in 20 /A of a 
solution containing 10 mM Tris-HCl (pH 7.4) and 1 mM 10 
EDTA. One /A of the DNA solution thus prepared was 
digested with restriction enzyme Xmal (New England 
Biolabs) at 37° C. for 1 hour and additionally with restriction 
enzyme EcoRI (Takara Shuzo) at 37° C. for 1 hour. The 
digestion mixture was subjected to extraction with phenol 15 
and chloroform and then precipitation with ethanol to collect 
the DNA. 

In this manner, obtained a DNA coding for the mouse H 
chain V region and a DNA coding for the mouse L chain V 
region, both which had an EcoRI recognition sequence on 20 
the 5'-end and an Xmal recognition sequence on the 3'-end 
thereof were obtained. 

Each of the EcoRI-Xmal DNA fragments containing a 
DNA coding for the mouse H chain V region and a DNA 
coding for the mouse L chain V region, respectively, was 25 
reacted with pUC19 vector, which had been digested with 
EcoRI and Xmal, at 16° C. for 1 hour using DNA Ligation 
Kit ver.2 (Takara Shuzo) in accordance with the procedure 
by the manufacturer to ligate to each other. The ligation 
mixture (10 fd) thus obtained was added to 100 fil of a 30 
solution containing competent cells of E. coli, JM 109 
(Nippon ( laic). The cell mixture was allowed to stand for 15 
min. on ice, at 42° C. for 1 min. and further for 1 min. on 
ice. The resultant was mixed with 300 fil of SOC culture 
medium (Molecular Cloning: A Laboratory Manual, 35 
Sambrook, et al, Cold Spring Harbor Laboratory Press, 
1989) and then incubated at 37° C. for 30 min. The resultant 
cell solution was spread on a LB or 2xYT agar medium 
(Molecular Cloning: A Laboratory Manual, Sambrook, et al., 
Cold Spring Harbor Laboratory Press, 1989) supplemented 40 
with 100 or 50 fig/ml of ampicillin, 0.1 mM of IPTG and 20 
fig/ml of X-gal and then incubated at 37° C. overnight. In 
this manner, E. coli transformants were prepared. 

The transformants were cultured overnight in 2 ml of a LB 
or 2xYT medium containing 100 or 50 ^g/ml of ampicillin 45 
at 37° C. and then plasmid DNA was prepared from the cell 
fraction using Plasmid Extracter PI-1002 (Kurabou) or 
QIAprep Spin Plasmid Kit (QIAGEN). The plasmid DNAs 
thus obtained were determined for their DNA sequences. 
(4) Sequencing of cDNA Coding for V Region of Mouse 50 
Antibody 

The sequence of the cDNA coding region carried on the 
plasmid was determined by DNA Sequencer 373A (ABI; 
Perkin-Elmer) using Dye Terminator Cycle Sequencing Kit 
(Perkin-Elmer). This DNA sequence was determined by 55 
confirming the base sequence in the both orientations using 
primers, M13 Primer M4 (Takara Shuzo) (SEQ ID NO: 5) 
and M13 Primer RV (Takara Shuzo) (SEQ ID NO: 6). 

The plasmids thus obtained, which contained a cDNA 
coding for the mouse H chain V region and a cDNA coding on 
for the mouse L chain V region derived from hybridoma 
#23-57-137-1, were designated "MBC1H04" and 
"MBC1L24", respectively. The sequences (including the 
corresponding amino acids sequences) of the DNA coding 
for the II chain V region and the DNA coding for the L chain 65 

V region of mouse #23-57-137-1 antibody (respectively 
carried on plasmid MBC1H04 and plasmid MBC1H24) 



were shown in SEQ. ID NOs: 57 and 65, respectively. Both 
of tht polypeptides for the H chain V region fragment and 
for the L chain V region fragment were translated starting 
from the 58th base (which coding for glutamine) in the DNA 
sequences shown in SEQ ID NOs: 57 and 65. The amino 
acid sequences for the H chain V region and the L chain V 
region were shown in SEQ. ID NOs: 46 and 45, respectively. 

The E. coli having plasmid MBC1H04 and the E. coli 
having plasmid M IK 'II. 24 were designated "Enclwrichiu 
coli JM109 (MIK'11104)" and "Escherichia coli JM109 
(MBC1L24)", respectively. These E. coli strains have been 
deposited under the terms of the Budapest Treaty at the 
National Institute of Bioscience and Human-Technology, 
Agency of Industrial Science and Technology, Japan (1-3, 
Higashi 1-chome, Tsukuba-shi, Ibaragi-ken, Japan) on Aug. 
15, 1996 under the Accession No. FERM BP-5628 for 
Escherichia coli JM109 (MBC1H04) and FERM BP-5627 
for Escherichia coli JM109 (MBC1L24), respectively. 
(5) Determination of CDR of Mouse Monoclonal Antibody 
#23-57-137-1 Against Human PTHrP 

The general structures of the H chain V region and the L 
chain V region are similar to each other. That is, both 
structures have four framework regions ligated through three 
hvpei'variable regions [i.e., complementarity determining 
regions (CDRs)]. The amino acid sequences of the frame- 
work regions are relatively well conserved, while the amino 
acid sequences of the CDR regions exhibit an extremely 
high mutagenicity (Kabat, E. A. et al., "Sequence of Proteins 
of Immunological Interest", US Dept. Health and Human 
Services, 1983). 

On the basis of the above-mentioned facts, the CDRs were 
determined by searching the homology of amino acid 
sequences of the mouse monoclonal antibody V region by 
reference to the Date Base of amino acid sequences for 
antibodies established by Kabat et al. 

The amino acid sequences of CDRs 1-3 in the L chain V 
region are shown in SEQ ID Nos: 59-61, respectively, and 
the amino acid sequences of DCRs 1-3 in the H chain V 
region are shown in SEQ ID Nos: 62-64, respectively. 

TABLE 2 

V region SEQ ID NO. CDRl CDR2 CDR3 



EXAMPLE 2 

Construction of Chimeric Antibody 
(1) Construction of Chimeric Antibody H Chain 
(i) Construction of H Chain V Region 

The cloned cDNA coding for mouse H chain V region was 
modified by a PCR method to ligate it to an expression 
vector carrying the genomic DNA for the human H chain C 
region Cyl. The downstream -side primer MBC1-S1 (SEQ 
ID NO: 7) used was designed so as to be hybridizable to the 
DNA coding for the 51 '-end region of the leader sequence of 
the V region and to have both a Kozak consensus sequence 
(Kozak, M. et al., J. Mol. Biol., 196, 947-950, 1987) and a 
HindlH-recognition sequence. The upstream-side primer, 
MBCl-a (SEQ ID NO: 8), used was designed so as to be 
hybridizable to the DNA coding for the 3'-end region of the 
J region and to have both a splice donor sequence and a 
Bamlll-recognition sequence. The PCR reaction was con- 
ducted using TaKaRa Ex Taq (Takara Shuzo) and a buffer 
appended thereto. The PCR solution (50 /A) used comprised 
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0.07 fig of plasmid MBC1H04 as a template DNA, 50 
pmoles of MBCl-a and 50 pmoles of MBC1-S1 as primers, 
2.5U of TaKaRa Ex Taq and 0.25 mM dNTP in the buffer, 
over which 50 fA of mineral oil was layered. Thirty cycles of 
the PCR reaction was conducted using a temperature cvcle 5 
of 94° C. for 1 min.; 55° C. for 1 min.; 72° C. for 2 min. The 
DNA fragments thus amplified by the PCR reaction were 
separated by agarose gel electrophoresis using 3% Nu Sieve 
GTG Agarose (FMC Bio. Products). 

Then, an agarose gel fragment containing a DNA frag- lQ 
ment of 437 bp in length was excised and the DNA fragment 
was purified therefrom using GENECLEAN II Kit (BIO 101) 
in accordance with an instruction included in the kit. The 
purified DNA was collected by ethanol precipitation, and 
then dissolved in 20 ftl of a solution comprising 10 mM 
Tris-HCl (pH 7.4) and 1 mM EDTA. One fil of the resultant 15 
DNA solution was digested with restriction enzymes BamHI 
and Hindlll (Takara Shuzo) at 37° C. for 1 hour. The 
digestion mixture was extracted with phenol and chloroform 
and then precipitated with ethanol to collect a DNA. 

The obtained Hindlll-BamHI DNA fragment, which con- 20 
tains a DNA cording for the mouse H chain V region, was 
subcloned into pU( '19 vector w hich had been digested with 
Hindlll and liamlll. The resultant plasmid was sequenced 
by DNA Sequencer 373A(Perkin-Elmer) using M13 Primer 
M4 and M13 Primer RV as primers, and Dye Terminator 25 
Cycle Sequencing Kit (Perkin-Elmer). The plasmid con- 
tained a DNAof correct base sequence coding for the mouse 
II chain V region derived from hybridoma #23-57-137-1 and 
had a Hindlll-recognition sequence and a Kozak sequence 
on its 5'-end region and a BamHI-recognition sequence on 
its 3'-end region was designated "MBClH/pUC19". 
(ii) Construction of H Chain V Region to be Used for the 
Preparation of cDNA-Type of Mouse-Human Chimeric H 
Chain 

The DNA coding for the mouse H chain V region con- 
structed in the above step was modified by a PCR method to 35 
ligate it to a cDNA for the human H chain C region Cyl. The 
backward primer, MBC1HVS2, (SEQ ID NO: 9) used for 
the modification of H chain V region was designed so as to 
replace the second amino acid (i.e.. asparagine) of the 
sequence coding for the front portion of the leader sequence 40 
of the V region with glycine and to have a Kozak consensus 
sequence (Kozak, M. et al., J. Mol. Biol., 196, 947-950, 
1987) and the Hindlll- and EcoRI-recognition sequences. 
The forward primer MBC1HVR2 (SEQ ID NO: 10) used for 
the modification of H chain V region was designed so as to 45 
be hybridizable to the DNA sequence coding for the 3'-end 
region of the J region, to coding for the 5'-end region of the 
C region and to have Apal- and Smal-recognition sequences. 

The PCR reaction was conducted using TaKaRa Ex Taq 
(Takara Shuzo) and a buffer appended thereto. The PCR 50 
solution (50 /A) used comprised 0.6 /ug of plasmid MBC1H/ 
pUC19 as a template DNA, 50 pmoles of MBC1HVS2 and 
50 pmoles of MBC1HVR2 as primers, 2.5U of TaKaRa Ex 
Taq and 0.25 mM of dNTP in the buffer, over which 50 /A 
of mineral oil was layered. Thirty cycles of the PCR reaction 55 
was conducted using a temperature cycle of 94° C. for 1 
min.; 55° C. for 1 min.; 72° C. for 1 min. The DNA 
fragments amplified by the PCR reaction were separated by 
agarose gel electrophoresis using 1% Sea Kem GTG Aga- 
rose (FMC Bio. Products) Then, an agarose gel fragment (>o 
containing a DNA fragment of 456 bp in length was excised 
and the DNA fragment was purified therefrom using 
GENECLEAN II Kit (BIO101) in accordance with the 
procedure by the manufacturer. The purified DNA fragments 
were precipitated with ethanol and then dissolved in 20 fA of 65 
a solution comprising 10 mM Tris-HCl (pH 7.4) and 1 mM 
EDTA. 
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One jA of the resultant DNA solution was digested with 
restriction enzymes EcoRI and Smal (Takara Shuzo) at 37° 
C. for 1 hour. The digestion mixture solution was extracted 
with phenol and chloroform and then precipitated with 
ethanol to collect the DNA. The obtained EcoRI-Smal DNA 
fragments, which contains a DNA coding for the mouse H 
chain V region, was subcloned into pUC19 vector which had 
been prepared by digesting the plasmid with EcoRI and 
Smal. The resultant plasmid was sequenced by DNA 
Sequencer 373 A (Perkin-Elmer) using M13 Primer M4 and 
M13 Primer RV as primers, and Dye Terminator Cycle 
Sequencing Kit (Perkin-Elmer). The plasmid which con- 
tained a DNA of correct base sequence coding for the mouse 
H chain V region derived from hybridoma #23-57-137-1 and 
had a Hindlll-recognition sequence and a Kozak sequence 
on its 5'-end region and Apal- and Smal-recognition 
sequences on its 3'-end region was designated "MBClHv/ 
pUC19". 

(iii) Construction of Expression Vector for Chimeric Anti- 
body 11 Chain 

cDNA containing human antibody H chain C region Cyl 
w as prepared as follows. 

mRNA was prepared from a CHO cell into which both an 
expression vector DHFR-AE-RVh-PM-l-f (see W092/ 
19759) coding for the genomic DNAs of the humanized 
PM1 antibody H chain V region and the human antibody II 
chain C region IgGl and an expression vector RVl-PMla 
(see W092/19759) coding for the genomic DNAs of the 
humanized PM1 antibody L chain V region and the human 
antibody L chain k chain C region had been introduced. 
Using the mRNA obtained, was cloned a cDNA containing 
the humanized PM1 antibody H chain V region and the 
human antibody C region Cyl by a RT-PCR method, and 
then subcloned into plasmid pUC19 on the Ilindlll-Hamlll 
site. The plasmid subcloned was determined for its DNA 
sequence and the plasmid which had a correct base sequence 
was designated "pRVh-PMlf-cDNA". 

Expression vector DHFR-AE-RVh-PM-l-f which had 
deletions of in the Hindlll site between SV40 promoter and 
DHFR gene and the EcoRI site between EF-la promoter 
and the humanized PM1 antibody H chain V region was 
prepared for the construction of an expression vector for 
cDNA containing the humanized PM1 antibody H chain V 
region and the human antibody C region Cyl. 

The plasmid pRVh-PMlf-cDNA obtained was digested 
with BamHI, blunt-ended with Klenow fragment, and fur- 
ther digested with Hind-III, to thereby obtain a blunt-ended 
Hindlll-BamHI fragment. This blunt-ended Hindlll-BamHI 
fragment was ligated to the above-mentioned Hindlll site- 
and EcoRI site-deleted expression vector DHFR-AE-RVh- 
PMl-f which had been digested with Hindlll and BamHI to 
construct expression vector RVh-PMlf-cDNA containing 
cDNAs coding for the humanized PM1 antibody H chain V 
region and the human antibody C region Cyl, respectively. 

The expression vector RVh-PMlf-cDNA containing 
cDNAs coding for the humanized PM1 antibody H chain V 
region and the human antibody C region Cyl was digested 
with Apal and BamHI, and the DNAfragment containing the 
H chain C region was collected therefrom. The resultant 
DNA fragment was introduced into the above-mentioned 
plasmid MBClHv/pUC19 which had been digested with 
Apal and BamHI. The plasmid thus prepared was designated 
"MBClHcDNA/pUC19". This plasmid is a plasmid con- 
tained cDNAs coding for the mouse antibody H chain V 
region and the human antibody C region Cyl, respectively, 
and having EcoRI- and Hindlll-recognition sequences on its 
5'-end and a BamHI-recognition sequence on its 3'-end. 
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The plasmid MBClHcDNA/pUC19 was digested with 
EcoRI and BamHI to obtain a DNA coding for the chimeric 
antibody H chain. The resultant DNA fragment was intro- 
duced into expression vector pCOSl which had been 
digested with EcoRI and BamHI. The expression vector for 5 
the chimeric antibody thus obtained was designated 
"MBClHcDNA/pCOSl". Here, the expression vector 
pCOSl was constructed using HEF-PMh-gyl (see W092/ 
I 9759) by deleting therefrom the anl ibodv gene bv means of 
the digestion with EcoRI and Smal, and then ligating it to to 
EcoRI-Notl-BamHI Adaptor (Takara Shuzo). 

For preparing a plasmid for the expression in a CHO cell, 
the plasmid MBClHcDNA/pUC19 was digested with 
EcoRI and BamHI to obtain a DNA coding for the chimeric 
antibody H chain, which was then introduced into expres- 15 
sion plasmid pCHOl which had been digested with EcoRI 
and BamHI. The expression plasmid for the chimeric anti- 
body thus obtained was designated "MBClHcDNA/ 
pCHOf". Here, the expression vector pCHOf was con- 
structed using DHFR-AE-rvH-PMl-f (see W092/19759) by 20 
deleting therefrom the antibody gene by means of the 
digestion with EcoRI and Smal, and then ligating it to 
EcoRI-Notl-BamHI Adaptor (Takara Shuzo). 
(2) Construction of Human L Chain C Region 
(i) Preparation of Cloning Vector 25 

To construct pUC19 vector containing the human L chain 
('region, a llindlll site-deleted pUCl 9 vector was prepared. 
Two fig of pUC19 vector was digested in 20 fil of a reaction 
solution comprising 20 mM Tris-HCl (pH 8.5), 10 mM 
MgCl 2 , 1 mM DTT, 100 mM KC1, 8 U of Hindlll (Takara 30 
Shuzo) at 37° C. for 1 hour. The resultant digestion mixture 
solution was extracted with phenol and chloroform and then 
was subjected to ethanol precipitation to collect the DNA of 
interest. 

The DNA thus collected was reacted in 50 fA of a reaction 35 
solution comprising 50 fM Tris-HCl (pH 7.5), 10 mM 
MgCl 2 , 1 mM DTT, 100 mM NaCl, 0.5 mM dNTP and 6U 
of Klenow fragment (GIBCO BRL) at room temperature for 
20 min. to thereby render the ends of the DNA blunt. This 
reaction mixture was extracted with phenol and chloroform 40 
and then subjected to ethanol precipitation to collect the 
vector DNA. 

The vector DNA thus collected was reacted in 10 fil of a 
reaction solution comprising 50 mM Tris-HCl (pH 7.6), 10 
mM MgCl 2 , 1 mM ATP, 1 mM DTT, 5% (v/v) polyethylene 45 
glycol-8000 and 0.5 U of T4 DNA ligase (GIBCO BRL) at 
16° C. for 2 hours to cause self-legation of the vector DNA. 
5 fi\ of the reaction solution was added to 100 /A of a solution 
containing competent cells of E. coli strain JM109 (Nippon 
Gene) and the resultant solution was allowed to stand on ice 50 
for 30 min., at 42° C. for 1 min. and further on ice for 1 min. 
500 ml of SOC culture medium was added to the reaction 
solution, and then incubated at 37° C. for 1 hour. The 
resultant solution was plated on a 2xYT agar medium 
(containing 50 fig/ml of ampicillin) which had been applied 55 
with X-gal and IPTG on its surface (Molecular Cloning: A 
Laboratory Manual, Sambrook, et al., Cold Spring Harbor 
Laboratory Press, 1989), and then cultured at 37° C. 
overnight, thereby obtaining a transformant. 

The transformant was cultured on a 2xYT medium con- 60 
la initio 50 //g ml of ampicillin at 37° C. overnight. From the 
cell fraction of the culture medium, was purified a plasmid 
DNA using Plasmid Mini Kit (QIAGEN) in accordance with 
an instruction included in the kit. The purified plasmid was 
digested with llindlll. The plasmid which was confirmed to 65 
have a Hindlll site-deletion was designated "pU( I 9 AHin- 

diir. 
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(ii) Construction of DNA Coding for Human L Chain X 
Chain C Region 

The human antibody L chain X chain C region has been 
known to have at least four isotypes including Mcg + Ke + Oz~, 
Mcg-Ke + Oz-, Mcg + Ke + Oz + and Mcg + Ke + Oz + (P. 
Dariavach, et al., Proc. Natl. Acad. Sci. USA, 84, 
9074-9078, 1987). The search was made for a human 
antibody L chain Xchain C region homologous to the #23- 
57-137-1 mouse L chain X chain C region based on the 
EMBL data base. As a result, it was found that the isotype 
Mcg + Ke + Oz- (Accession No. X57819) (P. Dariavach, et al, 
Proc. Natl. Acad. Sci. USA, 84, 9074-9078, 1987) of the 
human antibody L chain X chain exhibited the highest 
homology with the #23-57-137-1 mouse L chain X chain C 
region and showed 64.4% homology in terms of amino acid 
sequence and 73.4% homology in terms of DNA sequence. 

Then, the construction of the DNA coding for the human 
antibody L chain X chain C region was conducted by a PCR 
method. Each of the following primers used was synthesized 
using 394 DNA/RNA Synthesizer (ABI). The primers syn- 
thesized were HLAMB1 (SEQ ID NO: 11) and HLAMB3 
(SEQ ID NO: 13) both having a sense DNA sequence and 
HLAMB2 (SEQ ID NO: 12) and HLAMB4 (SEQ ID NO: 
14) both having an antisense DNA sequence, each primer 
containing a complementary sequence of 20-23 bp in length 
on the both ends. 

External primers HLAMBS (SEQ ID NO: 15) and 
HLAMBR (SEQ ID NO: 16) have a sequence complemen- 
tary to the primers HLAMB1 and HLAMB4, respectively, 
and contain the EcoRI-, Hindlll- and Blnl-recognition 
sequences and the EcoRI -recognition sequence, respec- 
tively. In the first PCR reaction, the HLAMB1-III.AMH2 
and HLAMB3-HLAMB4 reactions were conducted. After 
the reactions were completed, both of the resultants were 
mixed with each other in equivalent quantities, and then 
assembled in the second PCR reaction. To the resultant 
reactant, were added the external primers HLAMBS and 
HLAMBR. This reaction mixture was subjected to the third 
PCR reaction for amplifying the full length DNA. 

The PCR reactions were conducted using TaKaRa Ex Taq 
(Takara Shuzo) in accordance with the procedure by the 
manufacturer. In the first PCR reaction, was used 100 [A of 
either a reaction solution comprising 5 pmoles of I II .AMI? 1 , 
0.5 pmole of HLAMB2 and 5U of TaKaRa Ex Taq (Takara 
Shuzo) or a reaction solution comprising 0.5 pmole of 
HLAMB3, 5 pmoles of HLAMB4 and 5U of TaKaRa Ex 
Taq (Takara Shuzo), over which 50 til of mineral oil was 
layered, and five cycles of the PCR reaction was conducted 
using a temperature cycle program of 94° C. for 1 min., 60° 
C. for 1 min. and 72° C. for 1 min. In the second PCR 
reaction, was used a mixture of 50 /A of each of the reaction 
solutions, over which 50 fi\ of mineral oil was layered, and 
three cycles of the PCR reaction was conducted using a 
temperature cycle program of 94° C. for 1 min., 60° C. for 
1 min. and 72° C. for 1 min. In the third PCR reaction, the 
reaction solution to which 50 pmoles of each of the external 
primers HLAMBS and HLAMBR were added was used, and 
thirty cycles of the PCR reaction was conducted using a 
temperature cycle program of 94° C. for 1 min., 60° C. for 
1 min. and 72° C. for 1 min. 

The DNA fragment obtained by the third PCR reaction 
was subjected to electrophoresis using 3% low melting 
agarose gel (NuSieve GTG Agarose, FMC), and collected 
and purified from the gel using GENECLEAN II Kit 
(BIO 1 01) in accordance with the procedure included in the 
kit. 

The DNA fragment thus obtained was digested in 20 /A of 
a reaction solution comprising 50 mM Tris-HCl (pH 7.5), 10 
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mM MgCl 21 1 mM DTT, 100 mM NaCl and 8U of EcoRI 
(Takara Shuzo) at 37° C. for 1 hour. The digestion solution 
was extracted with phenol and chloroform and then precipi- 
tated with ethanol to thereby obtain the DNA. The DNAwas 
collected and dissolved in 8 fA of a solution comprising 10 5 
mM Tris-HCl (pH 7.4) and 1 mM EDTA. 

0.8 fig of the plasmid pUC19 AHindlll was digested with 
EcoRI in the same manner as mentioned above. The diges- 
tion solution was extracted with phenol and chloroform, 
followed by ethanol precipitation, obtaining a digested plas- lQ 
mid pUC19 AHindlll. The digested plasmid thus obtained 
was reacted in 50 fA of a reaction solution comprising 50 
mM Tris-HCl (pH 9.0), 1 mM MgCl 2 and alkaline phos- 
phatase (E. coli C75; Takara Shuzo) at 37° C. for 30 min. to 
dephosphorylate the plasmid (i.e., BAP-treatment). The 
reaction solution was subjected to phenol and chloroform 1:1 
extraction and ethanol precipitation to obtain the DNA. The 
DNA thus obtained was dissolved in iO ft\ of a solution 
comprising 10 mM Tris-HCl (pH 7.4) and 1 mM EDTA. 

One fA of the BAP-treated plasmid pUC19 AHindlll thus 
prepared was mixed with 4 fA of the DNA obtained by the 20 
above-mentioned PCR reaction to ligate to each other using 
DNA Ligation Kit Ver.2 (Takara Shuzo). The resultant 
plasmid was introduced into a competent cell of E. coli, 
JM109, to form a transformant. The transformant was cul- 
tured overnight in 2 ml of a 2xYT medium containing 50 25 
fig/ml of ampicillin. From the cell, the plasmid was purified 
using QIAprep Spin Plasmid Kit (QIAGEN). 

With respect to the plasmid described above, the cloned 
DNA was confirmed on ils sequence. For determination the 
DNA sequence, 373A DNA Sequencer (AM) and primers 30 
"M13 Primer M4" and "M13 Primer RV" (Takara Shuzo) 
were used. As a result, it w as found that the cloned DNA had 
a deleted portion of 12 bp in length therein. The plasmid 
containing the DNA was designated "cXA/pUC19". Then, 
for making up for the portion, primers, HCLMS (SEQ ID 35 
NO: 17) and HCLMR (SEQ ID NO: 18), were newly 
synthesized and a correct DNA was reconstructed by a PCR 
method. 

The first PCR reaction was conducted, using the plasmid 
cXA/pUC19 containing the deleted DNA as a template, and 40 
the primers HLAMBS and HCLMS or primers HCLMS and 
HLAMB4. Each of the PCR reaction products was purified 
respectively. In the second PCR reaction, the PCR products 
were assembled with each. To the resultant, were added 
external primers HLAMBS and HLAMB4, followed by the 45 
third PCR reaction for amplifying the full length DNA. 

In the first PCR reaction, 100 //l of a reaction solutions 
comprising 0.1 fig CXA/pUC19 as a template, either 50 
pmoles of each of the primers HLAMBS and HCLMR or 50 
pmoles of each of the primers HCLMS and HLAMB4, and 50 
5 U of TaKaRa Ex Taq (Takara Shuzo) was used, over which 
50 fA of mineral oil was layered, and thirty cycles of the PCR 
reaction was conducted using a temperature cycle of 94° C. 
for 1 min., 60° C. for 1 min. and 72° C. Rl for f min. 

The PCR products, HLAMBS-HCLMR (236 bp) and 55 
HCLMS-HLAMB4 (147 bp) were subjected to electro- 
phoresis using 3% low melting agarose gel to isolate the 
DNA fragment. The DNA fragment was then collected and 
purified from the gel using GENECLEAN II Kit (BIO101). 
In the second PCR reaction. 20 fA of a reaction solution 60 
comprising 40 ng of the purified DNA fragments and 1U of 
TaKaRa Ex Taq (Takara Shuzo) were used, over which 25 fd 
of mineral oil was layered, and five cycles of a temperature 
cycle of 94° C. for 1 min., 60° C. for 1 min. and 72° C. for 
1 min. was executed. 65 

In the third PCR reaction, 100 fA of a reaction solution 
comprising 2 fA of the reaction solution obtained by the 
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second PCR reaction, 50 pmoles of each of external primers 
HLAMBS and HLAMB4 and 5U of TaKaRa Ex Taq (Takara 
Shuzo) were used, over which 50 fA of mineral oil was 
layered, and thirty cycles of the PCR reaction was conducted 
using a temperature cycle of 94° C. for 1 min., 60° C. for 1 
min. and 72° C. for 1 min., thereby obtaining a DNA 
fragment of 357 bp in length (third PCR product). The DNA 
fragment was subjected to electrophoresis using 3% low 
melting agarose gel to isolate the DNA fragment. The 
resultant DNA fragment was collected and purified using 
GENECLEAN Kit (BIO101). 

An amount of 0.1 fig of the DNA fragment thus obtained 
was digested with EcoRI, and then subcloned into a plasmid 
pUC19 AHindlll which had been treated with BAP. The 
resultant plasmid was introduced into a competent cell of E. 
coli, JM109, to form a transformant. The transformant thus 
prepared was cultured overnight in 2 ml of a 2xYT medium 
containing 50 /tg/ml of ampicillin. From the cell fraction, the 
plasmid was purified using QIAprep Spin Plasmid Kit 
(QIAGEN). 

The DNA sequence of the plasmid thus obtained was 
confirmed by using M13 Primer M4 and M13 Primer RV 
(Takara Shuzo) and determined 373A DNA Sequencer 
(ABI). The plasmid confirmed to have the correct DNA 
sequence without any deletion was designated "CX/pUC19". 
(iii) Construction of DNA Coding for Human L Chain, K 
Chain C Region 

A DNA fragment coding for the F chain K chain (' region 
was cloned from plasmid 1 1F1-PM 1 k-gk (W()92 19759) by 
a PCR method. The forward primer HKAPS (SEQ ID NO: 
19) was designed so as to contain the EcoRI- and Hindlll 
and Blnl-recognition sequences and the backward primer 
HKAPA (SEQ ID NO: 20) was designed so as to contain the 
EcoRI-recognition sequence, and both of them were syn- 
thesized using 394 DNA/RNA Synthesizer (ABI). 

A PCR reaction was conducted using f 00 fA of a reaction 
solution comprising 0.1 fig of plasmid I IFF-PMlk-gk as a 
template, 50 pmoles of each of primers HKAPS and HKAPA 
and 5U of TaKaRa Ex Taq (Takara Shuzo), over which 50 fA 
of mineral oil was layered. Thirty cycles of the P( R reaction 
was conducted using a temperature cycle of 94° C. for 1 
min., 60° C. for 1 min. and 72° C. for 1 min., thereby 
obtaining a DNA fragment of 360 bp in length. The DNA 
fragment was isolated by electrophoresis using 3% low 
melting agarose, and then collected and purified using 
GENECLEAN II Kit (BIO101). 

The DNA fragment thus obtained was digested with 
EcoRI and then cloned into plasmid pUCf 9 AHindlll which 
had been treated with BAP. The resultant plasmid was 
introduced into a competent cell otT. coli, IMf 09, to obtain 
a transformant. The transformant thus obtained was cultured 
overnight in 2 ml of 2xYT medium containing 50 fig/ml of 
ampicillin. From the cell fraction, the plasmid was purified 
using QIAprep Spin Plasmid Kit (QIAGEN). 

The purified plasmid DNA was sequenced using Mf3 
Primer M4 and M13 Primer RV (Takara Shuzo) by means of 
373A DNA Sequencer (ABI). The plasmid which was con- 
firmed to have a correct base sequence was designated 
"Ck/ P UC19". 

(3) Construction of Chimeric Antibody L Chain Expression 

Chimeric #23-57-137-1 antibody L chain expression vec- 
tor was constructed. The DNA coding for #23-57-f 37-1 L 
chain V region was ligated to the Hindlll and Blnl sites, 
present just front of the human antibody C region, of each 
of the plasmid CX/pUC19 and CK/'pUC19, thereby obtaining 
pUC19 vectors each containing DNA coding for the chi- 
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merle #23-57-137-1 antibody L chain V region and L chain 
X or k chain C region. Each of the resultant vectors was then 
digested with EcoRI to excise the DNA coding for the 
chimeric antibody L chain and the DNA was subcloned into 
HEF expression vector. 

The DNA coding for #23-57-137-1 antibody L chain V 
region was cloned from plasmid MBC1L24 by a PCR 
method. The primers were individually synthesized using 
394 DNA/RNA Synthesizer (ABI). The backward primer 
MBCCHL1 used (SEQ ID NO: 21) was designed to contain 
a Hindlll-recognition sequence and a Kozak sequence 
(Kozak, M. et al., J. Mol. Biol. 196, 947-950, 1987) and the 
forward primer MBCCHL3 (SEQ ID NO: 22) was designed 
to contain Bglll- and RcoRI-recognition sequences. 

The PCR reaction was conducted using 100 fi\ of a 
reaction solution comprising 10 mM Tris-HCl (pH 8.3), 50 
mM KC1, 1.5 mM MgCl 2 , 0.2 mM dNTP, 0.1 fig MBC1L24, 
50 pmoles of each of primers MBCCHL1 and MBCCHL3 as 
primers and 1 fil of AmpliTaq (PERKIN ELMER), over 
which 50 fil of mineral oil was layered. Thirty cycles of the 
PCR reaction was conducted using a temperature cycle of 
94° C. for 45 sec, 60° C. for 45 sec. and 72° C. for 2 min. 

The DNA fragment of 444 bp was electrophoresed using 
3% low melting agarose gel, and collected and purified using 
GENECLEAN Kit (BIO101). The purified DNA fragment 
was dissolved in 20 fd of a solution containing 10 mM 
Tris-HCl (pH 7.4) and 1 mM EDTA. One fd of the PCR 
product was digested in 20 fd of a reaction solution com- 
prising 10 mM Tris-HCl (pH 7.5), 10 mM MgCl 2 , 1 mM 
DTT, 50 mM NaCl, 8U of Hindlll (Takara Shuzo) and 8U 
of EcoRI (Takara Shuzo) at 37° C. for 1 hour. The digestion 
solution was extracted with phenol and chloroform, fol- 
lowed by ethanol precipitation to collect the DNA as pre- 
cipitates. The DNA thus obtained was dissolved in 8 fd of a 
solution comprising 10 mM Tris-HCl (pH 7.4) and 1 mM 
EDTA. 

One fig of plasmid pUC19 was digested with Hindlll and 
EcoRI in the same manner as mentioned above, and then 
extracted with phenol and chloroform, followed by ethanol 
precipitation to collect the digested plasmid. The resultant 
was treated with BAP [i.e., an alkaline phosphatase (E. coli 
C75; Takara Shuzo)]and then extracted with phenol and 
chloroform, followed by ethanol precipitation, thereby 
obtain the DNA. The resultant DNA was dissolved in 10 fd 
of a solution comprising 10 mM Tris-HCl (pH 7.4) and 1 
mM EDTA. 

One fd of the BAP treated plasmid pUC19 was mixed 
with 4 fd of the above-mentioned PCR product to ligate each 
other using DNA Ligation Kit Ver. 2 (Takara Shuzo). The 
resultant plasmid was introduced into a competent cell of E. 
coli, JM109 (Nippon Gene), in the same manner as 
described above to form a transformant. The transformant 
was inoculated overnight on a 2xYT agar medium contain- 
ing 50 ,//g/ml of ampicillin at 37° C. The resultant transfor- 
mant was then cultured overnight in 2 ml of a 2xYT medium 
containing 50 fig/ml of ampicillin at 37° C. From the cell 
fraction, the plasmid was purified using QIAprep Spin 
Plasmid Kit (QIAGEN). After determining the DNA 
sequence, the plasmid confirming to have a correct DNA 
sequence was designated "CHL/pUC19". 

One fig of each of plasmids CX/pUC19 and CX/pUC19 
was respectively digested in 20 /il of a reaction solution 
comprising 20 mM Tris-HCl (pH 8.5), 10 mM MgCl,, 1 mM 
DTT, 100 mM KC1, 8 U of Hindlll (Takara Shuzo) and 2U 
of Blnl (Takara Shuzo) at 37° C. for 1 hour. The digestion 
solution was extracted with phenol and chloroform, fol- 
lowed by ethanol precipitation, thereby obtaining a DNA. 
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The DNA was treated with BAP at 37° C. for 30 min. and 
then extracted with phenol and chloroform, followed by 
ethanol precipitation. The resultant was dissolved in 10 fA of 
a solution comprising 10 mM Tris-HCl (pH 7.4) and 1 mM 
5 EDTA. 

Eight fig of the plasmid CHL/pUC19 which contained a 
DNA coding for #23-57-137-1 L chain V region was 
digested with Hindlll and Blnl in the same manner as 
mentioned above. The DNA fragment of 409 bp in length 

10 thus obtained was electrophoresed using 3% low melting 
agarose gel and then collected and purified using 
GENECLEAN II Kit (BIO101) from the gel. The DNA 
fragment was dissolved in 10 fA of a solution comprising 10 
mM Tris-HCl (pH 7.4) and 1 mM EDTA. 

15 Four fd of the L chain V region DNA was subcloned into 

1 fd of each of the BAP-treated plasmids CVpUC19 or 
CK/pUC19, and then introduced into a competent cell of E. 
coli, JM109, to format a transformant. The transformant was 
cultured overnight in 3 ml of a 2xYT medium containing 50 

20 Mg/ml of ampicillin. From the cell fraction, the plasmid was 
isolated and purified using QIAprep Spin Plasmid Kit 
(QIAGEN). The plasmids thus prepared were designated 
"MBClL<X)/pUC19" and "MBC1L(k)/ P UC19", respec- 

25 Each of plasmids MBClL(X)/pUC19 and MBCIL(k)/ 
pUC19 was digested with EcoRI and then subjected to 
electrophoresis using 3% low melting agarose gel. A DNA 
fragment of 743 bp in length was isolated and purified from 
the gel using GENECLEANII Kit (BIO101) and dissolved 

30 in 10 fd of a solution comprising 10 mM Tris-HCl (pH 7.4) 
and 1 mM EDTA. 

An amount of 2.7 fig of expression vector, plasmid 
HEF-PMlk-gk, was digested with EcoRI and then extracted 
with phenol and chloroform, followed by ethanol 

35 precipitation, thereby obtaining a DNA fragment. The DNA 
fragment was treated with BAP, and then subjected to 
electrophoresis using 1% low melting agarose gel. From the 
gel, a DNA fragment of 6561 bp in length was isolated and 
purified therefrom using GENECLEANII Kit (BIO101). 

4 ' The DNA fragment was dissolved in 10 fA of a solution 
comprising 10 mM Tris-HCl (pH 7.4) and 1 mM EDTA. 
The HEF vector thus prepared was treated with HAP, and 

2 fd of the BAP-treated HEF vector was mixed with 3 fi\ of 
the EcoRI fragments of plasmids MBClL(X)/pUC19 or 

45 MBClL(K)/pUC19, to ligate to each other. The ligation 
product was introduced into a competent cell of E. coli, 
JM109, to form a transformant. The transformant was cul- 
tured in 2 ml of a 2xYT medium containing 50 ;/g/ml of 
ampicillin. From the cell fraction, the plasmid was purified 

50 using QIAprep Spin Plasmid Kit (QIAGEN). 

The plasmid DNA thus purified was digested in 20 fA of 
a reaction solution comprising 20 mM Tris-HCl (pH 8.5), 10 
mM MgCl 2 , 1 mM DTT, 100 mM KC1, 8 U of Hindlll 
(Takara Shuzo) and 2 U of Pvul (Takara Shuzo) at 37° C. for 

55 1 hour. In this digestion reaction, it was assumed that if the 
above-mentioned DNA fragment was inserted into the vec- 
tor in the correct orientation, a digestion fragment of 5104/ 
2195 bp would be obtained, whereas if the above-mentioned 
DNA fragment was inserted into the vector in the reverse 

m oi k illation, a digestion fragment of 43N7 2926 bp would be 
obtained. Based on this assumption, the plasmids in which 
the fragment was inserted in a correct orientation were 
designated "MBClL(A.)/neo" and "MBClL(K)/neo", respec- 

65 (4) Transfection of COS-7 Cells 

The expression plasmids prepared above were each 
expressed transiently using COS-7 cells in order to evaluate 
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the chimeric antibody on its binding with and neutralizing 
activities against antigen. 

The transient expression of the chimeric antibody was 
conducted using a combination of either plasmids 
MBClHcDNA/pCOSl and MBC1L (X)/neo or plasmids 5 
MBClHcDNA/pCOSl and MBClL(K)/neo by means of 
electroporation using Gene Pulser (Bio Rad) to co-transfect 
each of these plasmid DNA combinations into COS-7 cells. 
That is, into 0.8 ml of a cell suspension in which COS-7 cells 
were suspended in PBS(-) in a concentration of lxlO 7 lQ 
cells/ml, 10 fig of each of the plasmid DNAs was added. The 
resultant solution was applied with pulses at an electrostatic 
capacity of 1,500V and 2 fiF to cause electroporation. After 
10 min. of recovery period at room temperature, the cells 
were suspended in a DMEM medium containing. 2% Ultra 
Low IgG fetal calf serum (GIBCO) and then cultured using 15 
a 10 cm culture dish in a C0 2 incubator. After culturing for 
72 hours, a culture supernatant was collected and centri- 
fuged to remove cell debris and was provided as a sample for 
the ELISA assay. 

In this procedure, the purification of the chimeric anti- 20 
bodies from the culture supernatant of COS-7 cells was 
conducted using AffiGel Protein A MAPSII Kit (Bio Rad) in 
accordance with an instruction included in kit. 
(5) ELISA Assay 

(i) Determination of Antibody Concentration 25 

An ELISA plate for determining antibody concentration 
was prepared as follows. Each of the wells of a 96-well plate 
for ELISA (Maxisorp, NUNC) was coated with 100 fil of a 
solution comprising goat anti-human IgG antibody (TAGO) 
prepared in a coating buffer (0.1 M NaHC0 3 , 0.02% NaN 3 ) 30 
of a concentration of 1 /ig/ml and then blocked with 200 fil 
of a dilution buffer (50 mM Tris-HCl, 1 mM MgCl 2 , 0.1 M 
NaCl, 0.05% Tween20, 0.02% NaN 3 , 1% bovine serum 
albumin (BSA); pH 7.2). Into each well was added, a culture 
supernatant of the COS-7 cells in which the chimeric 35 
antibodies had been expressed or the purified chimeric 
antibodies at stepwise dilution. After incubating at room 
leniperalure for 1 hour and washing with PBS-Tween20, 
each well was added with 100 fd a solution of alkaline 
phosphatase-conjugated goat anti-human IgG antibodies 40 
(TAGO). After incubating at room temperature for 1 hour 
and washing with PBS-Tween20, each well was added with 
1 mg/ml of a substrate solution ("Sigmal04", 
p-nitrophenylphosphoric acid, SIGMA). The solution was 
measured for absorbance at 405 nm using Microplate Reader 45 
(Bio Rad). As a standard for this determination, Hu IgGl*. 
Purified (The Binding Site) was used. 

(ii) Determination of antigen binding ability An ELISA 
plate for the determination of antigen binding ability was 
prepared as follows. Each of the wells of a 96-well plate for 50 
ELISA was coated with 100 fil of a solution comprising 
human PTHrP (1-34) (Peptide Research Institute) prepared 
in a coaling buffer of a concentration of 1 tig ml and then 
blocked with 200 //l of a dilution buffer. Into each well was 
added, the culture supernatant of the COS-7 cells in which 55 
the chimeric antibodies had been expressed or the purified 
chimeric antibodies at stepwise dilution. After incubating at 
room temperature and washing with PBS-Tween20, each 
well was added with 100 fil of a solution of alkaline 
phosphalasc-conjugaled goal anti-human Ig(i antibodies mi 
(TAGO). After incubating at room temperature and washing 
with PBS-Tween20, each well was added with 1 mg/ml of 
a substrate solution (•'Sigma 1 04", p-nitrophenylphosphoric 
acid, SIGMA). The solution was measured for absorbance at 
405 nm using Microplate Reader (Bio Rad). 65 

As a result, it was found that the chimeric antibody had a 
binding ability against human PTHrP (1-34) and also had a 
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correct structure of the cloned mouse antibody V region 
(FIG. 4). It was also found that there was no difference in the 
binding ability against PTHrP (1-34) between the chimeric 
antibody in which the L chain C region has X chain and those 
in which the L chain C region has k chain. Therefore, the L 
chain C region of the humanized antibody was constructed 
using the humanized antibody L chain X chain. 
(6) Establishment of CHO Stable Transformed Cell Line 

For establishing a stable transformant for the chimeric 
antibody, the above-mentioned expression plasmid was 
introduced into a CHO cell (DXB11). 

Establishment of a stable transformant for the chimeric 
antibody was conducted using combinations of expression 
plasmids for CHO cell, MBClHcDNA/pCHOl and MBC1L 
(X)/neo or expression plasmids for CHO cell, 
MBClHcDNA/pCHOl and MBC1L (K)/neo. These combi- 
nations of plasmids were individually co-transfected into 
CHO cells by electroporation using Gene Pulser (Bio Rad). 
Each of the expression vectors was cleaved with restriction 
enzyme Pvul to obtain a lenear DNA. The resultant DNA 
was collected by extraction with phenol and chloroform and 
subsequent precipitation with ethanol. The plasmid DNAs 
thus prepared were respectively subjected to electroporation. 
Ten fig of each of the plasmid DNAs was added to 0.8 ml of 
a cell suspension containing CHO cells in PBS(-) in a 
concentration of xlO 7 cells/ml. The resultant mixture was 
applied with pulses at an electrostatic capacity of 1,500V 
and 25 fiF. After 10 min. of recovery period at room 
temperature, the electroporated cells were suspended in a 
MEM-a medium (GIBCO) supplemented with 10% fetal 
calf serum (GIBCO). The resultant suspension was cultured 
using three 96-well plates (Falcon) in a C0 2 incubator. On 
the day after starting the cultivation, the medium was 
replaced by a selective medium [a MEM-a medium supple- 
mented with 10% fetal calf serum (GIBCO) and 500 mg/ml 
of GENETICIN (G418Sulfate; GIBCO) without ribonucleo- 
side or deoxyribonucleoside]. From the culture medium, 
cells into which the antibody gene was introduced were 
selected. After replacing the selective medium by a fresh 
one, before and after two weeks of cultivation, the cells were 
observed under a microscope. When a cell growth was 
observed, the cells were determined for the amount of 
antibodies produced by the above-mentioned ELISA assay. 
Among the cells, those which produced a larger amount of 
antibodies were selectively collected. 

The scale up of the culture of the stable transformant for 
the established antibodies was conducted in a roller bottle 
using a MEM medium supplemented with 2%' Ultra Low 
IgG fetal calf serum without ribonucleoside or deoxyribo- 
nucleoside. On day 3 and day 4 of the cultivation, the culture 
supernatant was collected and then filtered using a filter 
having a pore size of 0.2 fan (Millipore) to remove cell 
debris therefrom. 

Subsequently, the purification of the chimeric antibodies 
from the culture supernatant of the CHO cells was con- 
ducted using POROS Protein A Column (PerSeptive 
Biosystems) on ConSep LC100 (Millipore) in accordance 
with an instruction included within. The purified chimeric 
antibodies were provided as samples for the determination 
of neutralizing activity and for the examination of efficacy 
on hypercalcemic model animals. The concentration and the 
binding activity of the purified chimeric antibodies ig dnst 
antigen were determined by the same ELISA system. 
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EXAMPLE 3 
Construction of Humanized Antibody 
( 1 ) ( (instruction of Humanized Antibody H Chain 

(i) Construction of Humanized H Chain V Region 
Humanized #23-57-137-1 antibody H chain was prepared 5 

by CDR-grafting technique by means of PCR method. For 
preparing a humanized #23-57-137-1 antibody H chain 
(version "a") having a FR derived from human antibody 
S31679 (NMRF-PDB; Cuisinier, A. M. et al., Eur. J. 
Immunol, 23, 110-118, 1993), the following six types of 10 
PCR primers were used: CDR-grafting primers: 
MBC1HGP1 (SEQ ID NO: 23) and MBC1HGP3 (SEQ ID 
NO: 24) (both containing a sense DNA sequence) and 
MBC1HGP2 (SEQ ID NO: 25) and MBC1HGP4 (SEQ ID 
NO: 26) (both containing an antisense DNA sequence), all 15 
of which containing a complementary sequence of 15-21 bp 
in length on both ends thereof; and external primers: 
MBC1HVS1 (SEQ ID NO: 27) and MBC1HVR1 (SEQ ID 
NO: 28), both having a homology with the CDR-grafting 
primers MBC1HGP1 and MBC1HGP4, respectively. 20 

The CDR-grafting primers MBC1HGP1, MBC1HGP2, 
MBC1HGP3 and MBC1HGP4 were isolated using an urea- 
denatured polyacrylamide gel (Molecular Cloning: A Labo- 
ratory Manual, Sambrook, et al, Cold Spring Harbor Labo- 
ratory Press, 1989) and extracted from the gel fraction by a 25 
crush-and-soak method (Molecular Cloning: A Laboratory 
Manual, Sambrook, et al, Cold Spring Harbor Laboratory 
Press, 1989) in the following manner. 

One nmole of each of the CDR-grafting primers was 
isolated with 6'? denatured polyacrylamide gel to obtain 30 
DNA fragments. From the resultant DNA fragments, those 
having a desired length was identified on a silica gel thin 
plate by irradiation of UV ray and then collected therefrom 
by a crush-and-soak method. The resultant was dissolved in 
20 /A of a solution comprising 10 mM Tris-HCl (pH 7.4) and 35 
1 mM EDTA. The PCR reaction was conducted using 
TaKaRa Ex Taq (Takara Shuzo). The reaction solution (100 
/A) used in the PCR reaction comprised 1 ,«1 of each of the 
above-mentioned CDR-grafting primers MBC1HGP1, 
MBC1HGP2, MBC1HGP3 and MBC1HGP4, 0.25 mM 40 
dNTP and 2.5U of TaKaRa Ex Taq in the buffer. Five cycles 
of the PCR reaction was conducted using a temperature 
cycle of 94° C. for 1 min., 55° C. for 1 min. and 72° C. for 
1 min. Into the resultant reaction mixture were added, both 
of the external primers MBC1HVS1 and MBC1HVR1 each 45 
in an amount of 50 pmoles. Using this reaction mixture, 
additional 30 cycles of the PCR reaction was conducted 
using the same temperature cycle. The DNA fragment thus 
amplified was isolated by agarose gel electrophoresis using 
4% Nu Sieve 0 10 agarose (IMC Bio. Products). so 

An agarose fragment containing a DNA fragment of 421 
bp in length was excised and the DNA fragment was purified 
therefrom using GENECLEANII Kit (BIO101) in accor- 
dance with an instruction included in the kit. The DNA 
fragment thus purified was precipitated with ethanol and 55 
then dissolved in 20 id of a solution comprising 10 mM 
Tris-HCl (pH 7.4) and 1 mM EDTA. The PCR reaction 
mixture obtained was used for subcloning of the DNA 
fragment into plasmid pUC19 which had been prepared by 
digesting the plasmid with BamHI and Hindlll; thereafter 60 
the base sequence of the resultant plasmid was determined. 
A plasmid having a correct sequence was designated 
"hMBCHv/pUC19". 

(ii) Construction of H Chain V Region for Humanized H 
Chain cDNA 65 

For the ligation to the cDNA of humanized H chain C 
region Cyl, the DNA of the humanized H chain V region 
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constructed in the above step was modified by a PCR 
method. In this method, the backward primer MBC1HVS2 
used was designed so as to be hybridizable to the sequence 
coding for the 5'-end region of the leader sequence of the V 
region and to carry a Kozak consensus sequence (Kozak et 
al., J. Mol. Biol. 196, 947-950, 1987) and Hindlll- and 
EcoRI-recognition sequences. The forward primer 
MBC1HVR2 used for the modification of the DNA for the 
H chain V region was designed so as to be hybridizable to 
both the DNA sequence coding for the 3'-end region of the 
J region and the DNA sequence coding for the 5'-end region 
of the C region and to carry Apal- and Saml-recognition 
sequences. 

The PCR reaction was conducted using TaKaRa Ex Taq 
(Takara Shuzo) and a buffer was used therewith. The reac- 
tion solution used for the PCR reaction comprised 0.4 //g of 
hMBCHv/pUC19 as a DNA template, 50 pmoles of each of 
MBC1HVS2 and MBC1HVR2 as primers, 2.5U of TaKaRa 
Ex Taq and 0.25 mM dNTP in the buffer. Thirty cycles of the 
PCR reaction was conducted using a temperature cycle of 
94° C. for 1 min., 55° C. for 1 min. and 72° C. for 1 min. 
The DNA fragment thus amplified by the PCR method was 
isolated by agarose gel electrophoresis using 3% Nu Sieve 
GTG agarose (FMC Bio. Products). 

A DNA fragment of 456 bp in length was excised and the 
DNA fragment was purified therefrom using GENECLEA- 
NII Kit (BIO101) in accordance with an instruction included 
within. The DNA fragment thus purified was precipitated 
with ethanol and then dissolved in 20 //l of a solution 
comprising 10 mM Tris-HCl (pH 7.4) and 1 mM EDTA. The 
PCR reaction mixture thus obtained w as used for subcloning 
of the DNA fragment into plasmid pUOl'Kvhich had been 
prepared by digesting the plasmid with EcoRI and Smal; 
thereafter the DNA sequence of the resultant plasmid was 
determined. The plasmid DNA thus prepared which contains 
a DNA coding for the mouse H chain V region derived from 
the hybridoma #23-57-137-1 and also contains the EcoRI- 
and Hindlll-recognition sequences and a Kozak sequence on 
the 5'-end and the Apal- and Smal-recognition sequences on 
the 3'-end was designated "hMBCl Hv/pUC19". 
(2). ( (instruction of Expression Vector lor Humanized Anti- 
body II Chain 

Plasmid RVh-PMlf-cDNA containing a cDNA sequence 
of hPMl antibody H chain was digested with Apal and 
BamHI to obtain a DNA fragment containing a base 
sequence of the H chain C region. The DNA fragment was 
introduced into plasmid hMBCl Hv/pUC19 which had been 
prepared by digesting the plasmid with Apal and BamHI. 
The plasmid thus prepared was designated 
"hMBClHcDNA/pUC19". This plasmid was a plasmid con- 
taining both a DNA coding lor the humanized #23-57-137-1 
antibody H chain V region and a DNA coding for the human 
H chain C region Cyl and to have EcoRI- and Hindlll- 
recognition sequences on the 5'-end region and a BamHI- 
recognition sequence on the 3'-end region. The base 
sequence and the corresponding amino acid sequence of the 
humanized H chain version "a" contained in the plasmid 
hMBClHcDNA/pUC19 are shown in SEQ ID NO: 58 and 
SEQ ID NO: 56, respectively. 

The plasmid hMBClHcDNA/pUC19 was digested with 
EcoRI and BamHI to obtain a DNA fragment containing a 
base sequence coding for the H chain. The DNA fragment 
was introduced into expression plasmid pCOSl which had 
been prepared by digesting the plasmid with EcoRI and 
BamHI. The expression plasmid for a humanized antibody 
thus obtained was designated "hMBCHIcDNA/pCOSl". 

To prepare a plasmid for expression in a CHO cell, 
plasmid hMBCl HcDNA/pUC19 was digested with EcoRI 
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and BamHI to obtain a DNA fragment containing a DNA 
coding for the H chain. The DNA fragment was introduced 
into expression vector pCHOl which had been prepared by 
digesting the plasmid with EcoRI and BamHI. The expres- 
sion plasmid for the humanized antibody thus obtained was 
designated "hMBCl HcDNA/pCHOl". 
(3) Construction of L Chain Hybrid Variable Region 
(i) Preparation of FR1, 2/FR3, 4 Hybrid Antibody 

A DNA coding for the L chain in which the FR regions 
were recombined with those from a humanized antibody and 
a mouse (chimeric) antibody was constructed and evaluated 
the regions on their suitability for humanization. In this step, 
a hybrid antibody comprising FR1 and FR2 both derived 
from a human antibody and FR3 and FR4 both derived from 
a mouse antibody was prepared by utilizing the AfHI 
restriction site present in CDR 2. 

Ten fig of each of plasmids MBC1L (X)/neo and hMBCIL 
(/.)) neo was digested in 100 fil of a reaction solution 
comprising 10 mM Tris-HCl (pH 7.5), 10 mM MgCl 2 , 1 mM 
DTT, 50 mM NaCl, 0.01% (w/v) of BSA and 10 U of AfHI 
(Takara Shuzo) at 37° C. for 1 hour. The reaction solution 
was subjected to electrophoresis using 2% low melting 
agarose gel, and DNA fragments of 6282 bp in length 
(referred to as "cl") and 1022 bp in length (referred to as hi) 
were collected and purified from the gel using GENECLEA- 
NII Kit (BIO101). 

One fig of each of the cl and hi fragments obtained was 
subjected to treatment with BAP. The DNA fragment was 
extracted with phenol and ethanol. collected by ethanol 
precipitation, dissolved in 10 fil of a solution comprising 10 
mM Tris-HCl (pH 7.4) and 1 mM EDTA. 

One fil of each of the BAP-treated cl and hi DNA 
fragments were mixed with 4 fil of the h2 and c2 DNA 
fragments, respectively, to ligate to each other (at 4° C. 
overnight). The ligation product was introduced into a 
competent cell of E. coli, JM109, to form a transformant. 
The transformant was cultured in 2 ml of a 2xYT medium 
containing 50 fig ml of ampicillin. From the cell fraction, the 
plasmid was purified using QIAprep Spin Plasmid Kit 
(QIAGEN). 

The plasmid DNA purified was digested in 20 fil of a 
reaction solution comprising 10 mM Tris-HCl (pH 7.5), 10 
mM MgCl 2 , 1 mM DTT, 2U of ApaLI (Takara Shuzo), and 
8U of BamHI (Takara Shuzo) or Hindlll (Takara Shuzo) at 
37° C. for 1 hour. In this step, the plasmid was identified 
based on the expectation that if the cl-h2 fragment was 
correctly ligaled in the plasmid. this ligation would give an 
ApaLI -digestion fragment of 5560/1246/498 bp or a BamHI/ 
Hindlll-digestion fragment of 7134/269 bp. 

The expression vector coding for the human FR1, 
2/mouse FR3, 4 hybrid antibody L chain was designated 
"h/mMBClL(X)/neo". On the other hand, a clone for the 
hl-cl could not be obtained. Therefore, recombination on a 
pUC vector was conducted, followed by cloning to a HEF 
vector. Here, used as templates were plasmid hMBCl Lak/ 
pUC19, which contained a DNA coding for a humanized 
antibody L chain V region having no amino acid replace- 
ments and plasmid hMBCl LdX/pUC19, which contained a 
DNA coding for a humanized antibody L chain V region 
having an amino acid replacement at the 91-position amino 
acid in FR3 (i.e., amino acid number 87 according to the 
definition by Kabat), of tyrosine, by isoleucine. 

Ten fil of each of plasmids MBC1L (X)/pUC19, 
hMBClLaVpUC19and hMBCl LdVpUC19 was digested 
in 30 ul of a reaction solution comprising 10 mM Tris-IICl 
(pH 7.5), 10 mM MgCl 2 , 1 mM DTT, 50 mM NaCl, 0.01% 
(w/v) of BSA, 16U of Hindlll and 4U of AfHI at 37° C. for 
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1 hour. The reaction solution was subjected to electrophore- 
sis using 2% low melting agarose gel, and then collected and 
purified the following DNA fragments using GENECLEA- 
NII Kit (BIO101): a DNAfragment of 215 bp in length from 

S plasmid MBClL(X)/pUC19 (referred to as "c2"') or a DNA 
fragment of 3218 bp in length from each of plasmids 
hMBCl LaX./pUC19 and hMBCl LdX/pUC19MBC 
(referred to as "hal" and "hdl", respectively). 

Each of the hal' and hdl' fragments was individually 
ligated to the c2' fragment and then introduced into a 
competent cell of E. coli, JM109, to form a transformant. 
The transformant was cultured in 2 ml of a 2xYT medium 
containing 50 figlml of ampicillin. From the cell fraction, the 
plasmid was purified using QIAprep Spin Plasmid Kit 
(QIAGEN). The resultant plasmid DNAs containing the hal' 

15 fragment and the hdl' fragment were designated "m/hMBCl 
LaX/pUC19" and "m/hMBCl LdA/pUC19", respectively. 

Each of the plasmids m/hMBCl LaVpUC19 and 
m/hMBCl LdX/pUC19 was digested with EcoRI. The DNA 
fragment of 743 bp in length w as electrophorescd using 2% 

20 low melting agarose gel, and then collected and purified 
from the gel using GENECLEANII Kit (BIO101). The 
resultant was dissolved in 20 ul of a solution comprising 101 
mM Tris-HCl (pH 7.4) and 1 mM EDTA. 

Four /A of the DNA fragment obtained was mixed with 1 

:5 fd of the above-mentioned BAP-treated HEF vector to ligate 
to each other. The ligation product was introduced into a 
competent cell of/,, coli, J Ml 09, to form a transformant. 
The transformant was cultured in 2 ml of a 2xYT medium 
supplemented with 50 /ig/ml of ampicillin. From the cell 
fraction, the plasmid DNA w as purified using QIAprep Spin 

30 Plasmid Kit (QIAGEN). 

The plasmid DNA purified was digested in 20 fil of a 
reaction solution comprising 20 mM Tris-IICl (pll 8.5), 10 
mM MgCl 2 , 1 mM DTf/lOO mM KC1, 8U of Hindlll 
(Takara Shuzo) and 2U of Pvul (Takara Shuzo) at 37° C. for 

35 1 hour. In this step, the plasmid DNA was identified based 
on the expectation that if the DNA fragment was inserted in 
the plasmid in a correct orientation, this digestion would 
give a digestion fragment of 5104/2195 bp, whereas if the 
DNA fragment is inserted in the plasmid in the reverse 

40 orientation, this digestion would give a digestion fragment 
of 4378/2926 bp. The plasmids thus obtained were expres- 
sion vectors coding for mouse FR1, 2/human FR3, 4 hybrid 
antibody L-chai, which were designated expression vectors 
"m/hMBCl LaX/neo" and "m/hMBCl LdX/neo", respec- 

45 tively. 

(ii) Preparation of FR1/FR2 Hybrid Antibody 

An FR1/FR2 hybrid antibody was prepared in the same 
manner as mentioned above using a SnaBI restriction site 
present in CDR 1. 

50 Ten fig of each of the plasmids MBClL(X)/neo and 
mMBClL(^)/neo was digested in 20 fil of a reaction solu- 
tion comprising 10 mM Tris-HCl (pH 7.9), 10 mM MgCl 2 , 
1 mM DTT, 50 mM NaCl, 0.01% (w/v) of BSA and 6 U of 
SnaBI (Takara Shuzo) at 37° C. for 1 hour. The resultant 

55 reaction solution was further digested in 50 ul of a reaction 
solution comprising 20 mM Tris-HCl (pH 8.5), 10 mM 
MgCl 2 , 1 mM DTT, 100 mM KC1, 0.01% (w/v) of BSA and 
6U of Pvul at 37° C. for 1 hour. 

The resultant reaction solution was subjected to electro- 

60 phoresis using 1. 59c low melting agarose gel. and then DNA 
fragments of 4955 bp and 2349 bp in length were collected 
and purified from the gel using GENECLEANII Kit 
(BIO101). The DNA fragments obtained from plasmid 
MBClL(X)/neo were designated "ml" (4955 bp) and "m2" 

65 (2349 bp) and the DNA fragments obtained from plasmid 
h/mMBClL(X)/neo were designated "hml" (4955 bp) and 
"hm2" (2349 bp). Each of the DNA fragments obtained was 
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dissolved in 40 fil of a solution comprising 10 mM Tris-HCl 
(pH 7.4) and 1 mM EDTA. 

One fil of each of the ml and hml fragments was ligated 
to 4 fil of each of the hm2 and m2 fragments, respectively, 
and then introduced into a competent cell of E. coli, JM109, 5 
to form a transformant. The transformant obtained was 
cultured in 2 ml of a 2xYT medium containing 50 ,«g/ml of 
ampicillin. From the cell fraction, the plasmid DNA was 
purified using QIAprep Spin Plasmid Kit QIAGEN). 

The plasmid DNA purified was digested in 20 fil of a 10 
reaction solution comprising 10 mM Tris-HCl (pH 7.5), 10 
mM MgCl 21 1 mM DTT and either 8U of Apal (Takara 
Shuzo) or 2U of Apall (Takara Shuzo) at 37° C. for 1 hour. 

The plasmids (ml-hm2 and hml-m2) thus prepared were 
identified based on the expectation that if each of the DNA is 
fragments is ligated in the plasmid in a correct orientation, 
the digestion of the plasmid (m l-hm2) with Apal and ApaLI 
would give a fragment of 7304 bp and fragments of 5560/ 
1246/498 bp, respectively, and the digestion of the plasmid 
(hml-m2) with Apal and ApaLI would give fragments of 20 
6538/766 bp and a fragment of 3535/2025/1246/498 bp, 
respectively. 

As expression vector coding for a human FRl/mouse 
FR2, 3, 4 hybrid antibody L chain was designated 
••|imniMH( '1 1.(>.) nco" and a expression vector cording for 25 
a mouse FRl/human FR2/mouse FR3, 4 hybrid antibody L 
chain was designated "mhmMBClL(X)/neo". 
(4) Construction of Humanized Antibody L Chain 

A humanized #23-57-137-1 antibody L chain was pre- 
pared by CDR-grafting technique by means of PCR method. 30 
That is, a humanized #23-57-137-1 antibody L chain 
(version "a") was prepared which contained FR1, FR2 and 
FR3 drived from human antibody I ISU03868 ((SEN-BANK, 
Deftos M. et al., Scand. J. Immunol., 39, 95-103, 1994) and 
FR4 drived from human antibody S25755 (NBRF-PDB) 35 
using the six types of PCR primers: 

CDR-grafting primers, MBC1LGP1 (SEQ ID NO: 29) 
and MBC1LGP3 (SEQ ID NO: 30), both having a sense 
DNA sequence, CDR-grafting primers, MBC1LGP2 (SEQ 
ID NO: 31) and MBC1LGP4 (SEQ ID NO: 32), both having 40 
an antisense DNA sequence, all of which CDR-grafting 
primers having a complementary sequence of 15-21 bp on 
the both ends thereof; and external primers, MBC1LVS1 
(SEQ ID NO: 33) and MBC1LVR1 (SEQ ID NO: 34), both 
having a homology with the CDR-grafting primers 45 
MBC1LGP1 and MBC1LGP4, respectively. 

The CDR-grafting primers MBC1LGP1, MBC1LGP2, 
MBC1LGP3 and MBC1LGP4 were isolated using a urea- 
denatured polyacrylamide gel (Molecular Cloning: A Labo- 
ratory Manual, Sambrook et al, Cold Spring Harbor Labo- 50 
ratory Press, 1989) and extracted from the gel fraction by a 
crush-and-soak method (Molecular Cloning: A Laboratory 
Manual, Sambrook et al., Cold Spring Harbor Laboratory 
Press, 1989). 

One nmole of each of the CDR-grafting primers was 55 
isolated with 6% denatured polyacrylamide gel. From the 
resultant, a DNA fragment having a desired length was 
identified on a silica gel thin plate by irradiation of UV ray 
and then collected therefrom by a crush-and-soak method. 
The resultant was dissolved in 20 id of a solution comprishm <>•. 
10 mM Tris-HCl (pH 7.4) and 1 mM EDTA. 

The PCR reaction was conducted using TaKaRa Ex Taq 
(Takara Shuzo) with a buffer. The reaction solution (100 ^1) 
used in the PCR reaction comprised 1 fil of each of the 
CDR-grafting primers MBC1LGP1, MBC1LGP2, 65 
MBC1LGP3 and MBC1LGP4, 0.25 mM dNTP, 2.5 U of 
TaKaRa Ex Taq in the buffer. Five cycles of the PCR 



reaction was conducted using a temperature cycle of 94° C. 
for 1 min., 55° C. for 1 min. and 72° C. for 1 min. Into the 
resultant reaction mixture were added 50 pmoles of each of 
the external primers MBC1LVS1 and MBC1LVR1. Using 
this reaction mixture, additional thirty cycles of the PCR 
reaction was conducted using the same temperature cycle. 
The DNA fragment thus amplified was isolated by agarose 
gel electrophoresis using 3% Nu Sieve GTG agarose (FMC 
Bio. Products). 

An agarose fragment containing a DNA fragment of 421 
bp in length was excised and the DNA fragment was purified 
from the gel using GENECLEANII Kit (BIO101) in accor- 
dance with the instruction included with the kit. The PCR 
reaction mixture thus prepared was used for subcloning of 
the DNA fragment into plasmid pUC19 which had been 
prepared by digesting the plasmid with BamHI and Hindlll. 
The resultant plasmid was determined of its DNA sequence. 
The plasmid thus prepared was designated "hMBCL/ 
pUC19". In this plasmid, however, it was found that the 
104-position amino acid (amino acid number 96 according 
to the determining by Kabat) of CDR4 was replaced with 
arginine. To correct this amino acid to tyrosine, primer 
MBC1LGP10R (SEQ ID NO: 35) was designed and syn- 
thesized. Then the PCR reaction was conducted using 
TaKaRa Ex Taq (Takara Shuzo) with a buffer. The reaction 
solution (100/d) used in the PCR reaction comprised 0.6 //g 
of the plasmid hMBCL/pUC19 as a template DNA, 50 
pmoles of each of the primers MBC1LVS1 and 
MBC1LGP10R, 2.5U of TaKaRa Ex Taq (Takara Shuzo) 
and 0.25 mM dN TP in the buffer, over which mineral oil w as 
layered. Thirty cycles of the PCR reaction was conducted 
using a temperature cycle of 94° C. for 1 min., 55° C. for 1 
min. and 72° C. for 1 min. The DNA fragment thus amplified 
by PCR method was isolated by agarose gel electrophoresis 
using 3% Nu Sieve GTG agarose (FMC Bio. Products). 

A DNA fragment of 421 bp in length was excised and the 
DNA fragment was purified therefrom using GENECLEA- 
NII Kit (BIO101) in accordance with an instruction included 
with the kit. The PCR reaction mixture thus prepared was 
used for subcloning of the DNA fragment into plasmid 
pUC19 which had been prepared by digesting the plasmid 
with BamHI and Hindlll. 

The plasmid was determined of its DNA sequence using 
M13 Primer M4 and M13 Primer RV. As a result, it was 
confirmed that the plasmid had a correct sequence. The 
plasmid was then digested with Hindlll and Blnl and a DNA 
fragment of 416 bp was isolated there from by electrophores 
is using 1% agarose gel. The DNA fragment was purified 
using GENE( LEANM Kit (HIOlOl) in accordance with an 
instruction included with the kit and then introduced into 
plasmid CX/pUC which had been prepared by digesting the 
plasmid with Hindlll and Blnl. The resultant plasmid was 
designated "hMBCl LaX/pUC19". This plasmid was 
digested with EcoRI to obtain a DNA fragment coding for 
humanized L chain. The DNA fragment was introduced into 
plasmid pCOSl so that the initiation codon for the human- 
ized L chain was located downstream from the EFla pro- 
moter. The plasmid thus obtained was designated "hMBCl 
LaX/pCOSl". The DNA sequence (including the corre- 
sponding amino acid sequence) of the humanized L chain 
version "a" is shown in SEQ ID NO: 66. The amino acid 
sequence of the version "a" is shown in SEQ ID NO: 47. 

Version "b" was prepared using mutagenic introduction 
technique by a PCR method. The version "b" was designed 
so as to replace the 43-position amino acid, glycine, (amino 
acid number 43 according to the definition by Kabat) with 
proline and to replace the 49-position amino acid, lysine, 
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(amino acid number 49 according to the definition byKabat) 
with aspartic acid. The PCR reaction was conducted using 
plasmid hMBCl LaX/pUC19 as a template with a mutagenic 
primer MBC1LGP5R (SEQ ID NO: 36) and primer 
MBC1LVS1. The DNA fragment obtained was digested 5 
with BamHI and Hindlll, and the digestion fragment was 
subcloned into the BamHI-Hindlll site of pUC19. After 
sequencing, the plasmid DNA obtained was digested with 
Hindlll andAflll, and the resultant digestion fragment was 
ligated to plasmid hMBCl LaX/pUC19 which had been 10 
prepared by digesting the plasmid with Hindlll and Aflll. 

The plasmid thus obtained was designated "hMBCl LbX/ 
pUC19". This plasmid DNA was digested with EcoRI to 
obtain a DNA fragment containing a DNA coding for the 
humanized L chain. The DNA fragment was introduced into 15 
plasmid pCOSl so that the initiation codon for the human- 
ized L chain was located downstream from the EFla pro- 
moter. The plasmid thus obtained was designated 
"hMBClLbVpCOSl". 

Version "c" was prepared using mutagenic introduction 20 
technique by a PCR method. The version "c" was designed 
so as to replace the 84-position amino acid, serine, (amino 
acid number 80 according to the definition by Kabat) with 
proline. The PCR reaction was conducted using plasmid 
hMBCl LaX/pUC19 as a template with a mutagenic primer 25 
MBC1LGP6S (SEQ ID NO: 37) and primer M13 Primer RV. 
The DNA fragment obtained was digested with BamHI and 
Hindlll and then subcloned into pU('19 which had been 
prepared by digesting the plasmid with BamHI and Hindlll. 
After sequencing, the plasmid DNA obtained was digested 30 
with BstPI and Aor51HI, and the resultant DNA fragment 
was ligated to plasmid hMBClLaX/pUC19 which had been 
prepared by digesting the plasmid with BstPI and Aor51HI. 
The plasmid thus obtained was designated "hMBCl Lck/ 
pUC19". This plasmid DNA was digested with EcoRI to 35 
obtain a sequence containing a sequence coding for the 
humanized L chain. The sequence was introduced into the 
EcoRI site of plasmid pCOSl so that the initiation codon for 
the humanized L chain was located downstream from the 
EFla promoter. The plasmid thus obtained was designated 40 
"hMBCl LcX/pCOSl". 

Versions "d", "e" and "f" were also prepared using 
mutagenic introduction technique by a PCR method. Each of 
the versions "d", "c" and "f" was designed so as to replace 
the 91-position amino acid, tyrosine, (amino acid number 87 45 
according to the definition by Kabat) with isoleucine in the 
versions "a", "b" and "c", respectively, for each of the 
versions "d", "e" and "f ', a PCR reaction was conducted 
using each of plasmid hMBCl LaX/pCOSl (for version 
"d"), hMBClLb X/pCOSl (for version "e") and hMBCl 50 
LcX/pCOSl (for version "f") as a template with a mutagenic 
primer MBC1LGP11R (SEQ ID NO: 38) and primer M-Sl 
(SEQ ID NO: 44). The DNA fragment thus obtained was 
digested with BamHI and Hindlll and then subcloned into 
pUC19 which had been prepared by digesting pUC19 with 55 
BamHI and Hindlll. After sequencing, the plasmid was 
digested with Hindlll and Blnl, and the resultant digestion 
fragment was ligated to plasmid CX/pUC19 which had been 
prepared by digesting the plasmid with Hindlll and Blnl. 

The plasmids thus obtained were respectively designated 60 
"hMBCl LdX/pUC19", "hMBCl LeX/pUC19" and 
"hMBCl La/pUC19". Each of these plasmids was digested 
with EcoRI to obtain a DNA fragment containing a DNA 
coding for the humanized L chain. The DNA fragment was 
introduced into the EcoRI site of plasmid pCOSl so that the 65 
initiation codon for the humanized L chain was located 
downstream from the EFla promoter of the plasmid. The 
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plasmids thus obtained were respectively designated 
"hMBCl Ld^/pCOSl", "hMBCleX/pCOSl" and "hMBCl 
LR/pCOSl". 

Versions "g" and "h" were also prepared using mutagenic 
introduction technique by a PCR method. Each of the 
versions "g" and "h" was designed so as to replace the 
36-position amino acid, histidine, (amino acid number 36 
according to the definition by Kabat) with tyrosine in the 
versions "a" and "d", respectively. The PCR reaction was 
conducted with mutagenic primer MBC1LGP9R (SEQ ID 
NO: 39) and M13 Primer RV using plasmid hMBCl LaV 
pUC19 as a template. The PCR product was subjected to an 
additional PCR reaction using M13 Primer M4 as a primer 
and plasmid hMBCl LaX/pUC19as a template. The DNA 
fragment obtained was digested with Hindlll and Blnl and 
then subcloned into plasmid CX/pUC19 which had been 
prepared by digesting the plasmid with Hindlll and Blnl. 
Using this plasmid as a template, a PCR reaction was 
conducted using primers MBC1LGP13R (SEQ ID NO: 40) 
and MBC1LVS1. The PCR fragment obtained was digested 
with Apal and Hindlll and then introduced into each of 
plasmids hMBCl LaX/pUC19 and hMBCl LdVpUC19 
which had been prepared by digesting both plasmids with 
Apal and Hindlll. The plasmids obtained were determined 
of their DNA sequences. Plasmids which were confirmed to 
contain a correct sequence were designated "hMBCl LgX/ 
pUC19" and "hMBCl LhX/pUC19", respectively. Each of 
these plasmids was digested with EcoRI to obtain a 
sequence containing a sequence coding for the humanized L 
chain. The sequence was introduced into the EcoRI site of 
plasmid pCOSl so that the initiation codon for the human- 
ized L chain was located downstream from the EFla pro- 
moter. The plasmids thus obtained were respectively desig- 
nated "hMBClLgVpCOSl" and "hMBCl LhX/pCOSl". 

Versions "i", "j", "k", "1" "m", "n" and "o" were also 
prepared using mutagenic introduction technique by a PCR 
method. The PCR reaction was conducted using a mutagenic 
primer MBC1LGP14S (SEQ ID NO: 41) and primer V1RV 
(k) (SEQ ID NO: 43) using plasmid hMBCl LaVpUC19 as 
a template. The resultant DNA fragment was digested with 
Apal and Blnl and then subcloned into plasmid hMBCl 
Lg^/pUC19 which had been prepared by digesting the 
plasmid with Apal and Blnl. The plasmid obtained was 
determined of its base sequence, and the clone into which 
the mutation corresponding to each of the versions was 
introduced, was selected. The plasmid thus obtained was 
designated "hMBCl LxVpUC19 (x=i, j, k, 1, m, n or o)". 
This plasmid was digested with EcoRI to obtain a sequence 
containing a sequence coding for the humanized L chain. 
The sequence was introduced into the EcoRI site of plasmid 
pCOSl so that the initiation codon for the humanized L 
chain was located downstream from the EFla promoter. The 
plasmid thus obtained was designated "hMBCl LxV 
pCOSl" (x=i, j, k, 1, m, n or o). The DNA sequences 
(including the corresponding amino acid sequences) of the 
versions "j", "1", "m" and "o" are shown in SEQ ID NOs: 67, 
68, 69 and 70, respectively. The amino acid sequences of 
these versions are shown in SEQ ID Nos: 48, 49, 50 and 51, 
respectively. 

Versions "p", "q", "r", "s" and "t" are modified form of 
the versions "i", "j", "m", "1" and "o", respectively, in which 
the 87-position amino acid, tyrosine, is replaced with iso- 
leucine. These versions were prepared by using the Aor51MI 
restriction site of FR3 for replacement of the version "h" 
with the version "i", "j", "m", "1" or "o" in the following 
manner. From expression plasmid hMBCl LxX/pCOSl 
(x=i, j, m, 1 or o), an Aor51HI restriction fragment (5 1 4 bp) 
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containing CDR3, a portion of FR3 and entire FR4 were 
deleted. To the deleted portion of the expression plasmid 
was ligated an Aor51HI restriction fragment (514 bp) con- 
taining CDR3 and a portion of FR3 and entire FR4 so that 
the 91-position amino acid, tyrosine, (the amino acid ram- 5 
ber 87 according to the definition by Kabat) is replaced with 
isoleucine. The resultant plasmids were determined of their 
DNA sequence and the clone of each of the versions "i", "j", 
"m", "1" and "o" in which 91-position amino acid, tyrosine, 
(the amino acid number 87 according to the definition by lQ 
Kabat) was replaced with isoleucine was selected. The 
versions corresponding to the versions "i", "j", "m", "1" and 
"o" were designated versions "p", "q", "s", "r", and "t", 
respectively, and the plasmids for these versions were des- 
ignated "hMIK'l l.x>. pt'OSl (x=p, q, s, r or t). Ihe DNA 
sequences (including the corresponding amino acids) of the 
versions "q", "r", "s" and "t" are shown in SEQ ID Nos: 71, 
72, 73 and 74, respectively. The amino acid sequences of 
these versions are shown in SEQ ID Nos: 52, 53, 54 and 55, 
respectively. 

Plasmid hMBCl LqX/pCOSl was digested with Hindlll 20 
and EcoRI and then subcloned into plasmid pUC19 by 
digesting the plasmid with Hindlll and EcoRI. The plasmid 
thus obtained was designated "hMBCl LqX/pUC19. 

The position of the replaced amino acids in each version 
of the humanized L chain is shown in Table 3 below. 2 5 

TABLE 3 

Position of replaced ar. 



In Fable 3 above, capital letters represent the following 50 
amino acids: Y: tyrosine; P: proline; K: lysine, V: valine; D: 
aspartic acid; and I: isoleucine. 

E. coli strain containing plasmid hMBClHcDNA/pUC19 
and E. coli strain containing plasmid hMBCl Lq?t/pUC19 
were designated ■■Escherichia coli JM109 (hMBCl 55 
HcDNA/pUC19)" and "Escherichia coli JM109 (hMBCl 
LqX/pUC19) respectively, which have been deposited under 
the terms of Budapest Treaty at the National Institute of 
Bioscience and Human-Technology, Agency of Industrial 
Science and Technology, Japan, (1-3, Higashi 1-chome, 60 
Tsukuba-shi, Ibaragi-ken, Japan) on Aug. 15, 1996 under the 
accession No. FERM BP-5629 for Escherichia coli JM109 
(hMBCl HcDNA/pUC19) and FERM BP-5630 for Escheri- 
chia coli JM109 (hMBCl LqX/pUC19). 

(5) Transfection into COS-7 Cell 65 

For determining the antigen-binding activity and the 
neutralizing activity of the hybrid antibody and the human- 



ized #23-57-137-1 antibody, the above-mentioned expres- 
sion plasmids were expressed transiently in COS-7 cells. For 
the transient expression of the L chain hybrid antibody, each 
of the following combinations of plasmids was 
co-transfected into a COS-7 cell by electroporation using 
Gene Pulser (Bio Rad): hMBCl HcDNA/pCOSl and 
h/mMBClL(k)/neo; hMBCl HcDNA/pCOSl and 
m/hMBCl LaX/neo; hMBCl HcDNA/pCOSl and 
m/hMBCl LdX/neo; hMBCl HcDNA/pCOSl and 
hmmMBClL(X)/neo; and hMBCl HcDNA/pCOSl and 
mhmMBClL(X) neo. That is, into 0.8 ml of a cell suspen- 
sion in which COS-7 cells were suspended in PBS(-) in a 
concentration of lxlO 7 cells/ml, 10 fig of each of the 
plasmid DNAs was added. The resultant solution was 
applied with pulses at an electrostatic capacity of 1.500V 
and 25 pF. After 10 min. of recovery period at room 
temperature, the cells treated by electroporation were sus- 
pended in a DMEM medium supplemented with 29? Ultra 
Low IgG fetal calf serum (GIBCO) and then cultured using 
a 10 cm culture dish in a C0 2 incubator. After culturing for 
72 hours, a culture supernatant was collected and centri- 
fuged to remove cell debris. The resultant was provided as 
a sample for the ELISA assay. 

For the transient expression of the humanized #23-57- 
137-1 antibody, the plasmid combination of either hMBCl 
HcDNA/pCOSl or hMBCl LxX/pCOSl (x-a-t) was trans- 
fected into a COS-7 cell using Gene Pulser (Bio Rad) in the 
same manner as described for the hybrid antibody above. 
'Ihe culture supernatant obtained was provided as a sample 
for the ELISA assay. 

Here, the purification of the hybrid antibody or the 
humanized antibody from the culture supernatant of COS-7 
cell was conducted using AffiGel Protein A MAPSII Kit (Bio 
Rad) in accordance with an instruction included in the kit. 
(6) ELISA Assay 

(i) Determination of Antibody Concentration 

An ELISA plate for determining antibody concentration 
was prepared as follows. Each of the wells of a 96-well plate 
for ELISA (Maxisorp, NUNC) was coated with 100 fd of a 
coating buffer (0.1 M NaHC0 3 , 0.02% NaN 3 ) supplemented 
with 1 /(g/ml of goat anti-human IgG antibody (TAGO) and 
then blocked with 200 id of a dilution buffer [50 mM 
Tris-HCl, 1 mM MgCl 2 , 0.1 M NaCl, 0.05% Tween20, 
0.02% NaN 31 1% bovine serum albumin (BSA); pH 7.2]. 
Into each of the wells was added a culture supernatant of the 
COS cells in which the hybrid antibody or the humanized 
antibody was expressed or a solution of the purified hybrid 
antibody or humanized antibody in stepwise dilution. After 
incubating at room temperature for 1 hour and washing with 
PMS-'lwccn20, 100 id of alkaline phosphatasc-conjugated 
goat anti-human IgG antibody (TAGO) was added to each of 
the wells. After incubating at room temperature for 1 hour 
and washing with PBS-Tween20, 1 mg/ml of a substrate 
solution ("Sigmal04", p-nitrophenylphosphoric acid, 
SIGMA) was added to each of the wells. The solution was 
measured for absorbance at 405 nm using Microplate Reader 
(Bio Rad). As the standard for this determination of antibody 
concentration, Hu IgGlX Purified (The Binding Site) was 

(ii) Determination of Antigen Binding Ability 

An ELISA plate for determining antigen binding ability 
was prepared as follows. Each of the wells of a 96-well plate 
for ELISA (Maxisorp, NUNC) was coated with 100 fill of a 
coating buffer supplemented with 1 figlmX of human PTHrP 
(1-34) and then blocked with 200 [A of a dilution buffer. 
Thereafter, into each of the wells, was added a culture 
supernatant of the COS-7 cells in which the hybrid antibody 
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or humanized antibody was expressed or a solution of the 
purified hybrid antibody or the purified humanized antibody 
in stepwise dilution. After incubating at room temperature 
and washing with PBS-Tween20, 100 /A of alkaline 
phosphatase-conjugated goat anti-human IgG antibody 
(TAGO) was added to each of the wells. After incubating at 
room temperature and washing with PBS-Tween20, 1 mg/ml 
of a substrate solution ("Sigma 104", 
p-nilrophenylphosphoric acid, SKiMA) was added to each 
of the wells. The solution was measured for absorbance at 
405 nm using Microplate Reader (Bio Rad). 

(7) Confirmation of Activities 

(i) Evaluation of Humanized H Chain 

It was found that an antibody comprising the humanized 
H chain version "a" and the chimeric L chain exhibited the 
same level of PTHrP-binding activity as that of the chimeric 
antibody (sec I K i . 5). This result suggests that the human- 
ization of the H chain V region is satisfactorily achieved by 
the version "a". Therefore, the humanized H chain version 
"a" was provided as a humanized antibody H chain in the 
following experiments. 

(ii) Activity of Hybrid Antibody 
(ii-a) FR1, 2/FR3, 4 Hybrid Antibody 

When the L chain was h/mMBClLd(X), the antibody 
showed no antigen binding activity. However, when the L 
chain of the hybrid antibody was either m/hMBCl La), or 
m/hMBCl LdX, the antibody showed the same level of 
antigen binding activity as that of the chimeric #23-57-137- 1 
antibody (FIG. 6). These results suggest that FR3 and FR4 
are suitable for a humanized antibody but there exist amino 
acid residue(s) that need to be replaced in FR1 and FR2. 
(ii-b) FR1/FR2 Hybrid Antibody 

When the L chain of the hybrid antibody was 
mhmMBCIL (X), the antibody showed no antigen binding 
activity. However, when the L chain of the hybrid antibody 
was hmmMBClUX), the antibody showed the same level of 
antigen binding activity as that of the chimeric #23-57-137-1 
antibody (FIG. 7). These results suggest that FR1 is suitable 
for a humanized antibody but there exist amino acid residue 
(s) that need to be replaced in FR2. 

(iii) Activity of Humanized Antibody 

The humanized antibody in which each of the versions 
"a" to "t" was used as the L chain was determined of its 
antigen-binding activity. As a result, it was found that the 
humanized antibodies having the L chain versions "j", "1" 
"m", "o", "q", "r", "s" and "t" exhibited the same level of 
PTHrP-binding activity as that of the chimeric antibody 
(FIGS. 8 to 11). 

(8) Establishment of CHO Stable Production Cell Line 
For establishing a stable transformant for humanized 

antibody, the above-mentioned expression plasmids were 
introduced into a CHO cell (DXB11). 

The establishment of a stable transformant of the human- 
ized antibody was conducted using each of the following 
combinations of plasmid as an expression vector for CHO 
cells; hMBClHcDNA/pCOl and hMBCl LmX/pCOSl; 
hMBCl HcDNA/pCHOl and hMBCl LqVpCOSl; and 
hMBCl HcDNA/pCHOl and hMBCl LrVpCOSl. The 
plasmids were co-transfected into a CHO cell by electropo- 
ration using Gene Pulser (Bio Rad). Subsequently, each of 
the expression vectors was cleaved with restriction enzyme 
Pvul to obtain a lenear DNA. The resultant DNA was 
extracted with phenol and chloroform and then precipitated 
with ethanol. The DNAs thus prepared were respectively 
subjected to electroporation as follows. That is, 10 fig of 
each of the plasmid DNAs was added to 0.8 ml of a cell 
suspension containing CHO cells in PBS(-) in a concentra- 
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tion of lxlO 7 cells/ml. The resultant mixture was applied 
with pulses at an electrostatic capacity of 1,500V and 25 fiF. 
After 10 min. of recovery period at room temperature, the 
cells thus treated were suspended in a MEM -a medium 

5 (GIBCO) supplemented with 10% fetal calf serum (GIBCO) 
and then cultured in a C0 2 incubator using 96-well plates 
(Falcon). On the day after starting the cultivation, the 
medium was replaced by a MEM-a selective medium 
supplemented with 10% fetal calf serum (GIBCO) and 500 

10 mg/ml of GENETICIN (G418Sulfate; GIBCO) but contain- 
ing no ribonucleoside or deoxyribonucleoside. From the 
culture medium, cells into which the antibody gene was 
introduced were selected. After replacing the culture 
medium by a fresh one, before and after two weeks of 

15 cultivation, the cells were observed microscopically. When 
a satisfactory cell growth was observed, the cells were 
determined for the amount of antibodies produced by an 
ELISA assay conventionally used for determining antibody 
concentration as described above. Among the cells, those 

20 which produced a larger amount of antibodies were selec- 
tively collected. 

The scale up of the culture of the stable transformant for 
the antibodies thus established was conducted in a roller 
bottle using a MEM-a medium supplemented with 2% Ultra 

25 Low IgG fetal calf serum without ribonucleoside or deox- 
yribonucleoside. On each of day 3 and day 4 after the 
cultivation, the culture supernatant was collected and filtered 
using a 0.2 //m filter having (Milliporc) to remove cell debris 
therefrom. The purification of the humanized antibodies 

30 from the culture supernatant of the CIIO cells was con- 
ducted using POROS Protein A Column (PerSeptive 
Biosystems) on ConSep LC100 (Millipore) in accordance 
with an instruction included. The humanized antibodies 
were provided as a sample for the determination of neutral- 

35 izing activity and examination of pharmacological efficacy 
on hypercalcemic model animals. The concentration and the 
antigen-binding activity of the purified humanized antibod- 
ies were determined by the ELISA system as mentioned 

EXAMPLE 4 
Determination of Neutralizing activity 
The determination of neutralizing activity of the mouse 

45 antibody, the chimeric antibody and the humanized antibody 
was conducted using rat myeloma cell line ROS17 2.8-5 
cells. The ROS17/2.8-5 cells were cultured in Ham'S F-12 
medium (GIBCO) supplemented with 10% fetal calf serum 
(GIBCO) using a C0 2 incubator. The ROS17/2.8-5 cells 

50 were inoculated in each of the wells of a 96-well plate in a 
concentration of 10' cells/100 /d/well and cultured for 1 day. 
The culture medium was replaced with Ham'S F-12 medium 
(GIBCO) supplemented with 4 mM Hydrocortisone and 
10% fetal calf serum. After culturing for three to four days, 

55 the cultured cells were washed with 260 fil of Ham'S F-12 
medium (GIBCO), and then 80 /A of Ham's F-12 medium 
supplemented with 1 mM isobutyl-l-methylxanthine 
(IBMX, SIGMA), 10% fetal calf serum and 10 mM HEPES 
was added thereto. The resultant mixture was incubated at 

60 37° C. for 30 min. 

The mouse antibody, the chimeric antibody and the 
humanized antibody to be tested for neutralizing activity 
were previously diluted stepwise in the following groups: 
[10 fig/ml, 3.3 figlml, 1.1 figJuA and 0.37 fig/ml], [-10 fig/ml, 

65 2 fig ml, 0.5 fig ml and 0.01 fig ml] and [ 10 «g ml, 5 fig ml, 
1.25 ug ml, 0.63 fig ml and 0.31 fig ml]. Each of the diluted 
antibody sample solution was mixed with an equivalent 
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amount of 4 ng/ml of PTHrP (1-34). Eighty fd of the 
resultant mixture solution was added into each well. The 
final concentration of each antibody became a quarter of the 
concentration of the above-mentioned antibody, and there- 
fore the concentration of PTHrP (1-34) became 1 ng/ml. Ten s 
minutes after the treatment at room temperature, the culture 
supernatant was removed and the residue was washed with 
PBS three times. From the resultant, cAMP in the cells was 
extracted with 10 fd of a 0.3% HCl-95% ethanol and then 
evaporated with a water jet aspirator to remove the HC1- lQ 
ethanol. The residue was dissolved in 120 fd of EIA buffer 
attached to cAMP EIA Kit (CAYMAN CHEMICAL'S) to 
extract the cAMP therefrom. The CAMP level was deter- 
mined using cAMP EIA Kit (CAYMAN CHEMICAL'S) in 
accordance with an instruction included within. As a result, 
it was found that, among the humanized antibodies having 
L chain versions showing the same level of antigen-binding 
activity as that of the chimeric antibody, those having I. 
chain versions "q", "r", "s" and "t" in which the 91-position 
tyrosine was replaced with isoleucine exhibited the closest ^ 
neutralizing activity to that of the chimeric antibody, and 
especially those having a L chain version "q" exhibited the 
strongest neutralizing activity (FIGS. 12 to 14) 
EXAMPLE 5 

Examination of Pharmacological Efficacy on 25 
Hypercalccmic Model Animals (1) 

Using a hypercalcemic model animal (a human tumor 
transplanted nude mouse), a chimeric antibody and human- 
ized antibodies individually having L chain versions "m", 30 
"r" and "q" against PTHrP were examined for their thera- 
peutic efficacy on hypercalcemia. 

As a hypercalcemic model animal, was used a nude 
mouse which had been transplanted with human pancreatic 
cancer PAN-7 [purchased from the Central Institute for 35 
Experimental Animals]. It has been known that a nude 
mouse which has been transplanted with human pancreatic 
cancer PAN-7 exhibits an increased calcium concentration 
in blood as increasing the tumor volume and develops 
hypercalcemia which is associated with, for example, 40 
decrease in body weight and spontaneous activity. In this 
example, therapeutical effect of the chimeric antibody and 
the humanized antibody of the invention on hypercalcemia 
induced by the human pancreatic cancer PAN-7 was exam- 
ined by the measurement of body weight and calcium 45 
concentration in blood of the test animal. 

The passage of the human pancreatic cancer PAN-7 was 
conducted using BALB/c-nu/nu nude mice (Nippon Charles 
River) in vivo. For the evaluation of pharmacological 
efficacy, 5weeks-old male BALB/c-nu/nu nude mice 50 
(Nippon Charles River) were purchased and then acclima- 
tized them for 1 week, and the mice of 6-weeks-old thus 
prepared were used for the evaluation. The hupercalcemic 
model mice were prepared and divided into groups in the 
following manner. The human pancreatic cancer PAN-7 55 
passed was excised and then finely cut into 3 mm cube of 
blocks. The resultant tumor blocks were subcutaneously 
transplanted under the skin flap of the mice at one piece per 
mouse. Two or three weeks after the transplantation, when 
it was confirmed that the tumor volume in each of the mice eo 
became satisfactorily large, the mice were divided into 
groups so that tumor volume, calcium concentration in 
blood and body weights of the mice of the individual groups 
were averaged, and the mice were used as the hupercalcemic 
model animals. 65 

The examination of therapeutic efficacy on hypercalcemia 
was conducted as follows. A single dose of the chimeric 



antibody or the humanized antibody having a L chain 
version "m" or r against PTHrP was administered to each of 
the above-mentioned hypercalcemic model mice via tail 
vein in a dose amount of 10 or 30 fig per mouse. A single 
dose of the humanized antibody having a L chain version 
"q" was administered to each of the above-mentioned hyper- 
calcemic model mice via tail vein in a dose amount of 20 or 
60 fig per mouse. On day 1, day 4, day 7 and day 11 after 
the administration, each of the mice was measured for the 
calcium concentration in blood and measured for the body 
weigh to evaluate the pharmacological efficacy of the anti- 
bodies. The tumor volume was determined by measuring the 
major diameter (a mm) and the minor diameter (b mm) of 
the tumor and calculating using the both measured values 
according to Galant's equation [ab 2 /2]. The calcium con- 
blood was determined as ionized calcium 
in whole blood by drawing blood from each of 
the mice via the orbit using a hematocrit tube and applying 
the blood to 643 Automatic Ca ++ /pH Analyzer (CIBA- 
CORNING). 

As a result, it was found that the administration of the 
chimeric antibody and the humanized antibodies each hav- 
ing the L chain versions "m", "r" and "q" leads to a rapid 
improvement in change of body weight and calcium con- 
centration in blood and a retention of improvement for a 
prolonged period of time for a subject. This result showed 
that the chimeric antibody and the humanized antibodies of 
the present invention are useful for treating malignant 
tumor-associated hypercalcemia (see FIGS. 15 and 16). 
EXAMPLE 6 
Examination of Pharmacological Efficacy on 
Hypercalcemia Model Animals (2) 

Using a hypercalcemia model animal (a human tumor 
transplanted nude mouse), a chimeric antibody and a 
humanized antibody having L chain version "q" against 
PTHrP were examined for their therapeutic efficacy on 
hypercalcemia as follows. 

The examination for the therapeutic efficacy on hypercal- 
cemia was conducted as follows. A single dose of the 
chimeric antibody or the humanized antibody having a L 
chain version "q" against PTHrP was administered to each 
of the above-mentioned hypercalcemia model mice via tail 
vein in a dose amount of 10 or 30 fig per mouse. On day 1, 
day 3, day 7 and day 11 after the administration, each of the 
mice was determined for the calcium concentration in blood 
and measured for the body weigh to evaluate the pharma- 
cological efficacy of the antibodies. The calcium o 
tion in blood was determined as ionized calcium o 
tion in whole blood by drawing blood from each of the mice 
via the orbit using a hematocrit tube and applying the blood 
to 643 Automatic Ca + 7pH Analyzer (CIBA-CORNING). 

As a result, in the hypercalcemia model animal carrying 
human pancreatic cancer PAN-7, the administration of the 
chimeric antibody and the humanized antibody having the L 
chain version "q" leads to a rapid improvement with respect 
to body weight and calcium concentration in blood and to a 
retention of improvement for a prolonged time period for a 
subject. Phis result suggests that the chimeric antibody and 
the humanized antibody of the present invention are useful 
agent for treating malignant tumor-associated hypercalce- 
mia (see FIG. 17). 

EXAMPLE 7 
Examination of Pharmacological Efficacy on 
Hypercalcemia Model Animals (3) 
Using a hypercalcemia model animal (a human lung 
cancer LC-6 transplanted nude mouse), a chimeric antibody 
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and a humanized antibody having L chain version "q" 
against PTHrP were examined for their therapeutic efficacy 
on hypercalcemia. 

In this experiment, as the hypercalcemia model animal, a 
nude mouse into which human lung cancer LC-6 (purchased 5 
from the Central Institute for Experimental Animals) was 
transplanted was used. It has been known that a nude mouse 
into which human lung cancer LC-6 is transplanted tends to 
show an increased calcium concentration in blood with 
increased tumor volume and develops hypercalcemia asso- 10 
ciated with decrease in body weight and spontaneous activ- 
ity. 

In this example, therapeutic efficacy of the chimeric 
antibody and the humanized antibody of the invention on 
hypercalcemia induced by the human lung cancer LC-6 was 15 
examined by the measurement of body weight and calcium 
concentration in blood of the test animal. 

The passage of the human lung cancer strain LC-6 was 
conducted using BALB/c-nu/nu nude mice (Nippon Charles 
River) in vivo. For the evaluation of pharmacological 20 
efficacy, 5-weeks-old male BALB/c-nu/nu nude mice 
(Nippon Charles River) were purchased and then acclima- 
tized them for 1 week, and the mice of 6-weeks-old were 
used. 

The hypercalcemia model mice were prepared and 
divided into groups in the following manner. The human 
lung cancer LC-6 passaged was excised and then finely cut 
into 3 mm cube of blocks. The resultant tumor blocks were 
subcutaneously transplanted under the skin flap of the mice 3Q 
at one piece per mouse. Two or three weeks after the 
transplantation, when it was confirmed that the tumor vol- 
ume in each of the mice had become satisfactorily large, the 
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cium concentration in blood and body weight of the mice of 3J 
the individual groups were averaged, and the mice were used 
as the hypercalcemia model animals. 

The examination of therapeutic efficacy on hypercalcemia 
was conducted as follows. A single dose of the chimeric 
antibody or the humanized antibody having a L chain 40 
version "q" against PTHrP was administered to each of the 
above-mentioned hypercalcemia model mice via tail vein in 
a dose amount of 10 or 30 fig per mouse. On day 1, day 3, 
day 6 and day 10 after the administration, each of the mice 
was measured for the calcium concentration in blood and 45 
measured for the body weigh to evaluate the pharmacologi- 
cal efficacy of the antibodies. The calcium concentration in 
blood was determined as ionized calcium concentration in 
whole blood by drawing blood from each of the mice via the 
orbit using a hematocrit tube and applying the blood to 643 5n 
Automatic Ca + 7pH Analyzer (CIBA-CORNING). 

As a result, it was found that in the hypercalcemia model 
animal carrying human lung cancer LC-6, the administration 
of the chimeric antibody and the humanized antibody having 
the L chain version "q" leads to a rapid improvement with 55 
respect to body weight and calcium concentration in blood 
and to a retention of improvement for a prolonged time 
period for a subject. This result suggests that the chimeric 
antibody and the humanized antibody of the present inven- 
tion are useful agent for treating malignant tumor- 60 
associating hypercalcemia (see FIG. 18). 

EXAMPLE 8 
Kinetic Analysis of Interaction between PTHrP and 

anti-PTHrP Antibody Using BIACORE 65 

In this experiment, kinetic analysis of the antigen- 
antibody interaction using BIACORE was conducted. 



PTHrP(l-34+Cys) was used as an antigen and adsorbed 
onto the sensor tip specifically for C-terminals. Purified 
antibodies of various concentrations were used as an ana- 
lyte. From the sensorgram obtained, kinetics parameters 
(binding rate constant "kass" and dissociation rate constant 
"kdiss") were calculated. With respect to the kinetic 
analysis, literature "Kinetic analysis of monoclonal 
antibody-antigen interactions with a new biosensor based 
analytical system", Karlsson, R. et al., (1991), J. Immunol. 
Methods 145, p.229-240, was used for reference. 

(1) Immobilization of PTHrP (1-34+C) Onto the Sensor Tip 
PTHrP (1-34+C) Was Adsorbed Onto Sensor Tip CM5 
(Pharmacia). 

As a running buffer, HBS (10 mM HEPES, pH 7.4; 0.15 
M Nat'l; 3.4 mM LI) 1 A; 0.005'/ Surfactant 1 J :0) at a How 
rate of 5 /il/min. was employed. The calboxyl groups of 
calboxymethyldextran on the sensor tip CM5 were activated 
by an injection of 100 fd of 0.05M N-hydroxysuccinimide 
(NHS)/0.2M N-ethyl-N'-(3-dimethylaminopropyl) 
carhodiimide hydrochloride (LIX) and an injection of 100 
fd of 80 mM 2-(2-pyridinyldithio)ethanamine (PDEA)/0.1 
M borate buffer (pH 8.5), and an additional injection of 10 
id of 5,Mg/ml PTHrP (l-34+C)/10mM sodium acetate buffer 
(pH 5.0) to adsorbe onto the C-terminals of PTHrP (1-34+C) 
specifically for Cys residues. Subsequently, an injection of 
100 fd of 50 mM (L)-cystein/lM NaCl/0.1 M sodium 
formate buffer (pH 4.3) was conducted to block excessively 
activated groups. Subsequently, an injection of 10 fd of 0.1M 
glycine-HCl buffer (pH 2.5) and 10 fd of 10 mM HC1 was 
conducted to wash the substances having non-covalent 
bonding. The amount of the PTHrP (1-34+C) thus immu- 
nolized was 226.4 RU (resonance units) (FIG. 19). 

(2) Interaction Between Immunolized PTHrP (1-34+C) and 
Purified Mouse Anti-PTHrP Antibody 

As a running buffer, HBS at a flow rate of 20 ^1/min. was 
used. The antibody producing hyhridomas were injected into 
the abdominal cavity of a Balb/c mouse and after a couple 
of weeks, the ascites were collected and applied on protein 
A column to purify antibodies. The purified #23-57-137-1 
antibody was designated "MBC" and the purified 3F5 anti- 
body was designated "3F5". These antibodies were diluted 
with HBS in a series of concentrations of 1.25, 2.5, 5, 10 and 
20 /ig/ml. 

In the analysis, 40 fd of the antibody solution was injected 
for 2 min. to give a binding phase, and then HBS was 
injected for 2 min. to give a dissociation phase. After the 
dissociation was completed, 10 fd of 10 mM HC1 was 
injected to recover the sensor tip. The analysis was con- 
ducted by using this binding-dissociation-recovering as one 
cycle and injecting various antibody solutions to obtain a 
sensorgram. 

(3) Interaction Between Immobilized PTHrP (1-34+C) and 
Purified Humanized Anti-PTHrP Antibody 

As a running buffer, HBS at a flow rate of 20 ^1/min. was 
used. The antibody was produced by CHO cells and purified 
using protein A column. The purified chimeric antibody was 
designated "'chMBC", and the purified humanized antibod- 
ies of versions m and q were designated "hMBCm" and 
"hMBCq", respectively, These antibodies were diluted with 
HBS in a series of concentrations of 1.25, 2.5, 5, 10 and 20 
fig/ml 

In the analysis, 40^1 ol the antibody solution was injected 
for 2 min. to give a binding phase, and then HBS was 
injected for 2 min. to give a dissociation phase. After the 
dissociation was completed, 10 fd of 10 mM HC1 was 
injected to recover the sensor tip. The analysis was con- 
ducted by using a binding-dissociation-recovering as one 
cycle and by injecting various antibody solutions to obtain 
a sensorgram. 
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(4) Kinetic Analysis of the Interaction 

The date file of interest was read and a comparison of the 
reaction patterns was conducted by overlaying the reaction 
regions of interest (FIGS. 20-24). In each of FIGS. 20-24, 
lines sequentially indicate from the top the data for the 5 
antibody concentrations 1.25, 2.5, 5, 10 and 20 figjml. 
Further, kinetic analysis of the interaction was conducted 
using an analysis software specifically designed for BIA- 
CORE "BIAevaluation 2.1" (Pharmacia) which is capable of 
calculating the kinetics parameters (binding rate constant 10 
"kass" and dissociation rate constant "kdiss") by curve 
culling ( Tables 4 and 5). 

TABLE 4 



Kdiss 1 1 s | 
Kass 1 1 Ms] 
KD [M] 



. of chimeric and hmr 



Kdiss [Us] (xlO- 4 ) 
Kass [1/Ms] (xlO®) 
KD [M] (xlO -10 ) 



In this experiment, for determining the binding rate 
constant, analysis model type 4 (BIAevaluation 2.1 Software 
Handbook, A1-A5) was used. , 



t Tu 



;tion of Phosphorus in a Model 
or-Associated Hypercalcemia 



Malignant tumor-associated hypercalcemia (HHM) is a 
disease caused by the presence of PTHrP and it has been 
known that PTHrP accelerates bone resorption and calcium 
resorption in kidney and riniferous tubule, resulting in the 
development of hypercalcemia. On the other hand, with 4 - 
respect to phosphorus, PTHrP suppress the resorption of 
phosphorus in the kidney and riniferous tubule, resulting in 
the development of eliminant action, and therefore clinical 
HHM patients often develop hypophosphatemia. Here, the 
effect of humanized anti-PTIIrP antibody on excretion of 50 
phosphorus in the kidney was examined using malignant 
tumor-associated hypercalcemia model rats. 

As a model animal, a nude rat into which human lung 
cancer LC-6 (purchased from the Central Institute for 
Experimental Animals) was transplanted was used. It has 55 
been known that a nude rat into which human lung cancer 
LC-6 was subcutaneously transplanted tends to show an 
increased calcium concentration in blood was the increase of 
the tumor volume and, as a result, the rat develops hyper- 
calcemia which is associated with, for example, decrease in 60 
body weight and spontaneous activity. Using this model 
animal, the effect of the humanized anti-PTHrP antibody of 
the invention on phosphate excretion in the kidney was 
examined by a renal clearance method based on the below- 
mentioned fractional excretion of phosphate. 65 

The passage of the human lung cancer LC-6 was con- 
ducted using BALB/c-nu/nu nude mice (Nippon Kurea) in 



vivo. For the evaluation of pharmacological efficacy, 
5-weeks-old male F344N/Jcl-rnu nude rats (Nippon Kurea) 
were purchased and then acclimatized them for 1 week, and 
the rats of 6-weeks-old were used. 

The malignant tumor-associated hupercalcemic model 
animals were prepared as follows. The human lung cancer 
LC-6 tumor passaged was excised and then finely cut into 3 
mm cube of blocks. The resultant tumor blocks were sub- 
cutaneously transplanted under the skin flap of the rats at one 
piece per rat. About thirty days after the transplantation, 
when it was confirmed that the tumor volume in each of the 
rats became satisfactorily large (3000 mm 3 ), the rats to be 
provided as the malignant tumor-associated hypercalcemia 
model animals were selected based on calcium concentra- 
tion in blood and body weight. 

The examination of phosphate excretion by a renal clear- 
ance method was conducted in the following manner. 

(1) Renal Clearance Method 

A malignant tumor-associated hypercalcemia model ani- 
mal was anesthetized with pentobarbital (Nembutal, Dain- 
ippon Pharmaceutical Co., Ltd.), fixed supinely onto a 
incubation mat maintained at 37° C, and inserted a cannula 
(a polyethylene tube, PE50, Nippon Beckton Dickinson) to 
its bladder to collect urine. Subsequently, the model animal 
was inserted a cannula for infusion (a polyethylene tube, 
PE10, Nippon Beckton Dickinson) to its femoral vein, and 
then an infusion solution (0.7% inulin, 5% mannitol, 0.2% 
pentobarbital and 0.9% sodium chloride) was introduced 
into the model animal through the cannula at a flow rate of 
2 ml hr using an infusion pump (Tcrulusion syringe pump; 
STC-525; TERUMO) to infuse the model animal. After 
equilibrating for 50 min., urine was collected through the 
cannula for five times at 20 min. intervals (i.e., from 
period-1 to period-5) to give urine samples. At the interme- 
diate point of time during each urine collection procedure, 
approximately 0.25 ml of blood samples from the right 
cervical vein of the model animal were collected using a 
heparin-treated injection syringe. 

(2) Administration of Antibody 

During the above-mentioned clearance test, at the point of 
time where the collection of urine of period-2 was just 
started, a humanized anti-PTHrP antibody was administered 
intravenously to the animal in a dose amount of 1 mg/ml/kg. 

(3) Determination of Concentration of Inulin and Phospho- 
rus in Urine and Blood 

The urine samples obtained at period-1 to period-5 were 
measured for their volume and then determined for the 
inulin and phosphorus concentrations thereof. The blood 
samples also obtained above were subjected to cooling 
centrifugation to obtain a plasma sample, which was used 
for determining the inulin and phosphorus concentration. 
The determination of inulin was conducted by Anthrone- 
sulfate method (Roe, L. et al., J. Biol. Chem. 178, 839-845, 
1949), and the determination of phosphorus was conducted 
using Hitachi Automatic Analyzer 7170 model with a regent 
for inorganic phosphorus determination, Autosera IP 
(Daiichi Pure Chemicals) in accordance with a manual 
(Physke-Sabaroh method). 

(4) Calculation of Inulin Clearance, Phosphorus Clearance 
and Fractional Excretion of Phosphorus. 

Inulin clearance (Cin), phosphorus clearance (Cp) and 
fractional excretion of phosphorus (FEp) were calculated 
according to the following equations. 
Calculation of Inulin Clearance (Cin): 

Cin=Uin V/Pin 

Wherein Cin represents inulin clearance (ml kg min); Uin 
represents the concentration of inulin in urine (mg/ml); V 
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represents the amount of urine per unit time (ml/kg/min); 
and Pin represents the concentration of inulin in blood 
(mg/ml). 

Calculation of phosphorus clearance (Cp): 

Cp=Up V/Pp 

Wherein Cp represents phosphorus clearance (ml/kg/min); 
Up represents the concentration of phosphorus in urine 
(mg/ml); V represents the amount of urine per unit time ^ 
(ml/kg/min); and Pp represents the concentration of phos- 
phorus in blood (mg/ml) 

Calculation of fractional excretion of phosphorus (FEp): 

FEp=Cp/Cin 

Wherein FEp represents fractional excretion of phosphorus; 
Cin represents inulin clearance; and Cp represents phospho- 
rus clearance. The examination was conducted using four 

The results were determined as the average 20 
value±standard error. 

The results of fractional excretion of phosphorus and 
phosphorus concentration in blood are shown in FIGS. 25 

FIG. 25 is a graph illustrating the relationship of fractional 25 
excretion of phosphorus (=phosphorus clearance/inulin 
clearance) vs. periods of clearance (1 period=20 min.). The 
humanized anti-PTHrP antibody (1 mg/kg) was adminis- 
tered (i.v.) at the time of the starting of period-2. 

FIG. 26 is a graph illustrating the relationship of phos- 30 
phorus concentration in plasma vs. periods of clearance (1 
period=20 min.). The humanized anti-PTHrP antibody (1 
mg/kg) was administered (i.v.) at the time of starting of 
period-2. 

From these results, it was found that the fractional excre- 35 
tion of phosphorus given after administering the antibody 
(i.e., from period-2 and period-5) was obviously suppressed 
compared with that given before administering the antibody 
(i.e., period-1). In other words, it was found that the admin- 
istration of the neutralizing antibody to a subject developing 4, 
hypophosphatemia, which causes acceleration of excretion 
of phosphorus (FEp>0.2) recovered the phosphorus resorp- 
tion in the subject to approximately the normal level 
(fractional resorption of phosphate=l-FEp>0.8%) and, as a 
result, trend to normalcy of the phosphorus concentration in 45 
blood of the subject was observed. These results suggest the 
usefulness of the antibodies of the present invention as 
agents treating the accelerated excretion of phosphorus and 
hypophosphatemia caused by the presence of PTHrP. 

Since PTHrP is a substrate causing malignant tumor- 50 
associated hypercalcemia, the possibility of increase in 
phosphorus excretion and decrease in high energy organic 
phosphorus in tissue caused by PTHrP is predicted. 
Accordingly, various diseases associated with 
hypophosphatemia, such as hypophosphatemic rickets and 55 
hypophosphatemic vitamine D-resistant rickets, are consid- 
ered to be mainly caused by the increase in phosphorus 
excreted through urine and, therefore, the antibodies of the 
present invention would also be useful for treating these 
diseases. 60 

EXAMPLE 10 

Improvement of Various Clinical Symptoms of 
Malignant Tumor-associated Hypercalcemia fl _ 
It has been known that the malignant tumor- associated 
hypercalcemia is caused by the presence of PTHrP which is 
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produced by the tumor and that PTHrP accelerates bone 
resorption and calcium resorption in the kidney and the 
uriniferous tubule, leading to hypercalcemia. Further, in a 
patient suffering from hypercalcemia, worsening of clinical 
symptoms, such as poor performance status, loss of 
consciousness, systemic malaise, hydrodipsia, nausea and 
emesis (anorexia) are observed. The effect of the anti-PTHrP 
antibody on such clinical symptoms was examined using 
hypercalcemia model animals of human tumor nude mouse 
transplantation system and human tumor-nude rat transplan- 
tation system. 

As the hypercalcemia model animal, nude mice and nude 
rats into which human lung cancer LC-6 (purchased from 
the Central Institute for Experimental Animals) had been 
transplanted were used. Nude mice and nude rats into which 
human lung cancer LC-6 is transplanted tend to show 
increased calcium concentration in blood with increase in 
the tumor volume, leading hypercalcemia associated with 
decrease in body temperature and body weight. 

The improvement effect of mouse anti-PTHrP antibody 
on general clinical symptoms of malignant tumor-associated 
hypercalcemia was examined using a human lung cancer 
LC-6-nude mouse transplantation system and its result is 
shown photographically. The effect of the antibody on 
improvement of decrease in spontaneous activity, body 
temperature and anorexia was examined using a human lung 
cancer LC-6-nude mouse transplantation system. 
1. Improvement of Apparent Clinical Symptoms Associated 
With Hypercalcemia 

The passage of the human lung cancer strain LC-6 was 
conducted using BAI.B/c-nu/nu nude mice (Nippon Kurea) 
in vivo. For the evaluation of pharmacological efficacy, 
5-weeks-old male BALB/c-nu/nu nude mice (Nippon Krea) 
were purchased and then acclimatized for 1 week, and the 
mice of 6-weeks-old were used. 

The hypercalcemia model mice were prepared and 
divided into groups in the following manner. The human 
lung cancer LC-6 passaged was excised and then finely cut 
into 3 mm cube of blocks. The resultant tumor blocks were 
subcutaneously transplanted under the skin flap of the mice 
at one piece per mouse. Twenty-seven days after the 
transplantation, when it was confirmed that the tumor vol- 
ume in each of the mice became satisfactorily large, the mice 
were divided into groups so that the tumor volume, the 
calcium concentration in blood and the body weights of the 
mice of the individual groups were averaged, and the mice 
were provided as the hypercalcemia model animals. 

The tumor volume was determined by measuring the 
major diameter (a mm) and the minor diameter (b mm) of 
the tumor and calculating using the both measured values 
according to Galant's equation [ab 2 /2]. 

The calcium concentration in blood was determined as 
ionized calcium concentration in whole blood by drawing 
blood from each of the mice via the orbit using a hematocrit 
tube and applying the blood to 643 Automatic Ca ++ /pH 
Analyzer (CIBA-CORNING). 

The examination of therapeutic efficacy of the antibody 
on hypercalcemia was conducted in the following manner. 
The mouse antibody against PTHrP was administered to 
each of the above-mentioned hypercalcemia model animal 
via the tail vein on day 27, 30, 34 and 37 after transplanting 
the tumor in a dose amount of 100 fig per mouse. For 
preparation of controls, a phosphate buffered-physiological 
saline w as administered instead of the antibody in the same 
manner. On 41 days after transplanting the tumor, from each 
of the antibody-administered group and the control group, a 
typical mouse was selected and a picture was taken thereof 
along with a normal mouse. 
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As a result, in the hypercalcemia model animal trans- 
planted with human lung cancer LC-6, although the 
antibody-administered mice (shown in center of each of 
FIGS. 27 and 28) bore the same level of tumor mass as the 
control mouse (shown in the right of each of FIGS. 27 and 5 
28), they exhibited the same level of appearance as the 
normal mouse (shown in the left of FIGS. 27 and 28). This 
result suggest that the administration of the anti-PTHrP 
antibody exerts an improvement in apparent-clinical symp- 
toms (FIGS. 27 and 28). " 

2. Improvement of Spontaneous Activity Decrease Associ- 
ated With Hypercalcemia 

The passage of the human lung cancer LC-6 was con- 
ducted using BALB/c-nu/nu nude mice (Nippon Kurea) in 
vivo. For the evaluation of pharmacological efficacy, 
5-weeks-old male F344/N Jcl-run nude rats (Nippon Krea) 15 
were purchased and then acclimatized for 1 week, and the 
rats of 6-weeks-old were used. 

The hypercalcemia model animals were prepared in the 
following manner. The human lung cancer LC-6 passaged 
was excised and then finely cut into 3 mm cube of blocks. 20 
The resultant tumor blocks were subcutaneously trans- 
planted under the skin flap of the mice at one piece per 
mouse. About thirty days after the transplantation, when it 
was confirmed that the tumor volume in each of the mice had 
become satisfactorily large, the mice were divided into 25 
groups so that the tumor volume, the calcium concentration 
in blood and the body weights of the mice of the individual 
groups were averaged, and the mice were provided as the 
hypercalcemia model animals. 

The calcium concentration in blood was determined as 
ionized calcium concentration in whole blood by drawing 
blood from each of the mice via the orbit using a hematocrit 
lube and applying the blond to 643 Automatic Ca ++ pll 
Analyzer (CIBA-CORNING). 

( !) Method for Determination Of Spontaneous Activity 

The determination of spontaneous activity was conducted 35 
using ANIMEX activity meter type SE (FARAD, 
Electronics, Sweden), which was placed in predetermined 
position in the polyethylene cage in which each of the model 
animals was individually nurtured (watering and feeding). 
This apparatus was designed to measure the amount of 40 
movement of each rat. Using this apparatus, the amount of 
movement was recorded as the count per a definite time of 
period. The measurement was conducted for 13 hours (from 
7:00 p.m. of a certain day to 8:00 a.m. of next day) and the 
results were given as count per hour. 45 
(2) Administration of Antibody 

The humanized anti-PTHrP antibody was administered 
each of the above-prepared rats which developed hypercal- 
cemia via its tail vein as a control in a dose amount of 5 
mg/0.5 ml/kg. Saline was administered to another group of 
the rats in the same manner. The measurement was con- 50 
ducted with alternation of an antibody-administrated rat and 
a control rat. 

The measurement was conducted on day 0 (i.e., the day 
before administration), 2, 4, 7 and 14 for the antibody- 
administered rats and on day 1, 3, 5, 8 and 15 for the control 55 

As a result, the control rats showed no change or a 
decrease in spontaneous activity during the test period, 
whereas the antibody-administered rats showed an increase 
in spontaneous activity on and after day 4 of the adminis- 60 
tration (FIG. 29). 

3. Improvement in Body Temperature Decrease Associated 
With Hypercalcemia 

The passage of human lung cancer LC-6 and the prepa- 
ration of the malignant tumor-associated hypercalcemia 65 
model animals were conducted in the same manner as in step 
2 above. 



(1) Method for Measuring Body Temperature 

The measurement of body temperature was conducted 
using a digital thermometer by anesthetizing the animal with 
pentobarbital (Nembutal, Dainippon Pharmaceutical Co., 
Ltd.) and inserting a temperature sensor into the rectum 
thereof. 

(2) Administration of Antibody 

The humanized anti-PTHrP antibody was administered to 
each of the above-mentioned hj percalcemia model rats via 
the tail vein in a dose amount of 1 mg/ml/kg. For a control, 
saline was administered to another model rat via the tail 
vein. Further, a normal rat to which no antibody was 
administered was also measured for its body temperature. 
The measurement of body temperature of the rats was 
conducted on day 0 (i.e., the day of the administration), 1, 
2 and 3 after the administration with respect to all of the 
antibody-administered rats, the control rat and the normal 

As a result, the normal rat showed no change in body 
temperature (34.2-34.4° C.) throughout the test period, 
whereas the malignant tumor-associated hypercalcemia 
model rats showed a decrease in body temperature by about 
2° C. compared with the normal rats. When the humanized 
anti-PTHrP antibody was administered to the model rats, it 
was confirmed that the malignant tumor-associated hyper- 
calcemia model rats recover their decreased body tempera- 
tures to the same level as that of the normal rats three days 
after administration. These results suggests that the human- 
ized anli-PTIIrP antibody of the present invention is effec- 
tive for improving the body temperature decrease of the 
malignant tumor-associated hypercalcemia model animal 
(FIG. 30). 

4. Improvement in Food Intake Decrease Induced 

The passage of the human lung cancer LC-6 and the 
preparation of the hypercalcemia model animals were con- 
ducted in the same manner as described in above section 2. 
The model animals prepared were divided into groups so 
that the calcium concentration in blood and the body weights 
of the mice of the individual groups were averaged, and the 
mice were used in the experiments below. 
(1) Measurement of Amount of Feed Intake 

During the test period, the rats were individually placed 
into a metabolic cage and nurtured with water and feed. With 
respect to each of the rats, the amount ingested was deter- 
mined as the amount (g) per 24 hours (starting from 9:00 
a.m. of a certain day to 9:00 a.m. of the next day). The 
determination was conducted by measuring the total weight 
of the feedstock container both at 9:00 a.m. of the day (i.e., 
tare) and at 9:00 a.m. of the next day and calculating the 
weight difference therebetween. 
(2) Administration of Antibody 

The humanized anti-PTHrP antibody was administered to 
each of the hypercalcemia model rats (HHM rats) described 
above via its tail vein in a dose amount of 5 mg/0.5 ml/kg. 
Saline was administered to each of control group via its tail 
vein in the same manner. Saline was also administered to 
each of normal rats via tail vein in the same manner. With 
respect to all of the antibody-administered rats, the control 
rats and the normal rats, the determination of the amount of 
food intake was conducted on day 0 (i.e., previous day of the 
administration to the day of the administration), day 1 (i.e., 
period from the day of the administration to the next day), 
day 3 (i.e., period from three days after the administration to 
the next day) and day 5 (i.e., period from five days after the 
administration to the next day). 

As a result, before administering the antibody, the amount 
ingested by the hypercalcemia model rats (5-9 rats) was 8.11 
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64 



g in average, whereas that of the normal rats was 12.06 g in 
average, which demonstrates an obvious decrease in the 
amount of ingestion by hypercalcemia model rats. When the 
humanized ante-PTHrP antibody was administered to the 
model rats, on and after the day after administering the 
antibody, although almost no change was observed in the 
amount of ingestion by the control rats, the amount of 
ingested by the antibody-administered rats recovered to the 
same level of that in the normal rats. These results suggest 
that the humanized anti-PTHrP antibody of the present 
invention is effective in improving the decrease in the 1 
amount ingested for the malignant tumor-associated hyper- 
calcemia model (Table 6). 

TABLE 6 

Effect on ingestion 



Administration ' 



day 0 day 1 day 3 day 5 20 



SalilK 



13.7 16.7 



18.63 I 



HHM 

hum 



19.55 19.39 

Saline 9.83 15.5 20.72 19.88 

Saline It!. 42 15.04 20.28 22.03 

Saline 10.77 14.24 12.66 11.82 

Saline 6.99 8.92 2.59 14.8 ' 

ti-PTHrP antibody 7.46 17.65 22.52 17.99 

ti-PTHrP antibody 12 12.38 20.94 23.1 

ti-PTHrP antibody 3.35 16.65 20.36 21.89 



■n of antibody: 5 mg/0.5 ml/kg, v 



ml k g . v 



id Admi 



From the above-mentioned results, it was demonstrated 
that the chimeric antibodies and the humanized antibodies of 
the present invention are useful as agents for improving the 
various clinical symptoms of malignant tumor-associated 
hypercalcemia. 

5. Improvement of Decrease in Blood pH Induced by 
Hypercalcemia 

The passage of human lung cancer LC-6 and the prepa- 
ration of the malignant tumor-associated hypercalcemia 
model animals were conducted in the same manner as in step 1 
2 above. The model animals were divided into groups so that 
the calcium concentration in blood and the body weight of 
the mice of the individual groups were averaged. 
(1) Determination of Blood pH 

Blood was collected from each test animal using a 
heparin-treated injection syringe by cardiac blood drawing 



technique and then applying the resultant blood sample to 
643 Automatic Ca ++ /pH Analyzer (CIBA-CORNING) to 
determine pH of the blood sample. 
(2) Administration of Antibody 

The humanized anti-PTHrP antibody was administered to 
each of the above-mentioned hypercalcemia model rats 
(HHM rats) via its tail vein in a dose amount of 5 mg/0.5 
ml kg (n=3). Saline was administered to each of control 
group via its tail vein in w the same manner (n=2). With 
respect to any of the antibody-administered rats and the 
control rats, the determination of blood pH was conducted 
on day 0 (i.e., the day of administration), day 1 and day 7. 
The results are given as average of the pH values obtained. 

As a result, before administering the antibody, the pH of 
the blood obtained from the hypercalcemic model rats was 
about 7.49 (whereas that from the normal rats was 
7.40+0.02), which means that the model rats obviously had 
developed metabolic alkalosis. When the humanized anti- 
PTHrP antibody of the present invention was administered 
to the model rats, although the control rats showed almost no 
change in blood pH, the antibody-administered rats showed 
such an improvement in pH values that the pH values 
recovered to near the pH value of the normal rats seven days 
after administering the antibody. As one of the clinical 
symptoms of malignant tumor-associated hypercalcemia 
(HHM), metabolic alkalosis has been reported which is 
known to be induced by the inhibition of excretion of 
bicarbonate ion (HC0 3 ~) in kidney. Since the administration 
of ihe humanized anti-PTI IrP antibody of the present inven- 
tion normalized the blood pH in the hypercalcemia model 
animals, it is suggested that the antibody can improve the 
metabolic alkalosis found in HHM (FIG. 31). 

From the results mentioned above, it was demonstrated 
that the chimeric antibodies and the humanized antibodies of 
the present invention are useful as agents for improving the 
clinical symptoms of malignant tumor-associated hypercal- 



INDUSTRIAL APPLICABILITY 

According to the present invention, a chimeric antibody 
and a humanized antibody against PTHrP are provided. 
These antibodies have a low antigenicity against human and 
therefore are useful as agents for treating hypercalcemia, 
hypophosphatemia and the like. 



Artificial Sequence 
INFORMATION: Description of Artificial Sequence: Synthetic 



SEQUENCE: 1 
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<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 

<400> SEQUENCE: 2 

ctggttcggc ccacctctga aggttccaga atcgatag 3 



<212> TYPE: DNA 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 

<400> SEQUENCE: 3 

ggatcccggg ccagtggata gacagatg 2 

<210> SEQ ID NO 4 
<212> TYPE: DNA 

Sequence 

INFORMATION: Description of Artificial Sequence: Synthetic 



<400> SEQUENCE: 4 

ggatcccggg tcagrggaag gtggraaca 



tificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
<400> SEQUENCE: 5 

gttttcccag tcacgac 1 

<211> LENGTH: 17 

<212> TYPE: DNA 

<213> ORGANISM: Artificial Sequence 

<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 

<400> SEQUENCE: 6 



1 Sequence: Synthet 



» SEQUENCE: 7 

aagctt ccaccatgaa acttcgggct c 



<213> ORGANISM: 
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n of Artificial Sequen 



<400> SEQUENCE: 8 
tgttggatcc ctgcagac 



<213> ORGANISM: Artificial Sequence 
<2 2 0> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 



<400> SEQUENCE: 9 

gtctgaattc aagcttccac catggggttt gggctg 



<211> LENGTH : 41 



<213> ORGANISM: Artificial Sequence 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
<4 00> SEQUENCE: 10 

tttcccgggc ccttggtgga ggctgaggag acggtgacca g 4 
<211> LENGTH : 109 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 

<400> SEQUENCE: 11 

gtctgaattc aagcttagta cttggccagc ccaaggccaa ccccacggtc accctgttcc ( 
cgccctcctc tgaggagctc caagccaaca aggccacact agtgtgtct 1C 

<210> SEQ ID NO 12 
<211> LENGTH: 110 

Description of Artificial Sequence: Synthetic 
<400> SEQUENCE: 12 

ggtttggtgg tctccactcc cgccttgacg gggctgccat ctgccttcca ggccactgtc 6 
acagctcccg ggtagaagtc actgatcaga cacactagtg tggccttgtt 11 



<213> ORGANISM: Artificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 

<400> SEQUENCE: 13 

ggagtggaga ccaccaaacc ctccaaacag agcaacaaca agtacgcggc cagcagctac 6 
ctgagcctga cgcccgagca gtggaagtcc cacagaag 9 
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<211> LENGTH : 106 
<212> TYPE: DNA 

<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 



<400> SEQUENCE: 14 

tgttgaattc ttactatgaa cattctgtag gggccactgt c 
catgcgtgac ctggcagctg tagcttctgt gggacttcca c 

<210> SEQ ID NO 15 



<213> ORGANISM: Artificial Sequence 
<220> FEATURE: 

scription of Artificial Sequence: Synthetic 



<400> SEQUENCE: 15 

gtctgaattc aagcttagta cttggccagc 



: Artificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
<400> SEQUENCE: 16 

tgttgaattc ttactatgaa 5 



1 Sequence 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
<400> SEQUENCE: 17 

caacaagtac gcggccagca gctacctgag cctgacgcc 3 



<211> LENGTH: 39 

<212> TYPE: DNA 

<213> ORGANISM: Artificial Sequence 

<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 



gtagctgctg gccgcgtact tgttgttgct ctgtttgga 



<210> SEQ ID NO 19 
<212> TYPE: DNA 



il Sequence 

Description of Artificial Sequence: Synthetic 



<400> SEQUENCE: 19 

gtctgaattc aagcttagtc ctaggtcgaa ctgtggctgc 
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<210> SEQ ID NO 20 

<213> ORGANISM: Artificial Sequence 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
<400> SEQUENCE: 20 

tgttgaattc ttactaacac tctcccctgt tgaa 3 



tificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 



<400> SEQUENCE: 21 

gtctaagctt ccaccatggc ctggactcct ctctt 



<211> LENGTH : 48 
<212> TYPE: DNA 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 

<4 00> SEQUENCE: 22 

tgttgaattc agatctaact acttacctag gacagtgacc ttggtccc 4 

<210> SEQ ID NO 23 
<211> LENGTH : 128 
<212> TYPE : DNA 

<213> ORGANISM: Artificial Sequence 
<220> FEATURE : 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 

<400> SEQUENCE: 23 

gtctaagctt ccaccatggg gtttgggctg agctgggttt tcctcgttgc tcttttaaga 6 
ggtgtccagt gtcaggtgca gctggtggag tctgggggag gcgtggtcca gcctgggagg 12 
tccctgag 15 



<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
<400> SEQUENCE: 24 

accattagta gtggtggtag ttacacctac tatccagaca gtgtgaaggg gcgattcacc 6 0 

atctccagag acaattccaa gaacacgctg tatctgcaaa tgaacagcct gagagctgag 12 0 
gacac 125 



<213> ORGANISM: 
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scription of Artificial Sequence: Synthetic 
DNA 

400> SEQUENCE: 25 

taccaccac tactaatggt tgccacccac tccagcccct tgcctggagc ctggcggacc 6 
aagacatgc catagctact gaaggtgaat ccagaggctg cacaggagag tctcagggac 12 
tcccaggct gg 13 



Artificial Sequence 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 

<400> SEQUENCE : 26 

tgttggatcc ctgaggagac ggtgaccagg gttccctggc cccagtaagc aaagtaagtc £ 
atagtagtct gtctcgcaca gtaatacaca gccgtgtcct cagctctcag 11 

<211> LENGTH : 30 
<212> TYPE: DNA 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 

<4 00> SEQUENCE: 27 

gtctaagctt ccaccatggg gtttgggctg 3 

<210> SEQ ID NO 28 
<211> LENGTH: 30 
<212> TYPE: DNA 

Description of Artificial Sequence: Synthetic 



<400> SEQUENCE: 28 

tgttggatcc ctgaggagac ggtgaccag 



Artificial Sequence 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 

<400> SEQUENCE: 29 

acaaagcttc caccatggcc tggactcctc tcttcttctt ctttgttctt cattgctcag 6 
gttctttctc ccagcttgtg ctgactcaat cgccctctgc ctctgcctcc ctgggagcct 12 
cggtcaagct cac 13 



Description of Artificial Sequence: Synth 
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<400> SEQUENCE: 30 

agcaagatgg aagccacagc acaggtgatg ggattcctga tcgcttctca ggctccagct 
ctggggctga gcgctacctc accatctcca gcctccagtc tgaggatgag gctgacta 

<211> LENGTH : 128 
<212> TYPE: DNA 



<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
<400> SEQUENCE: 31 

ctgtggcttc catcttgctt aagtttcatc aagtaccgag ggcccttctc tggctgctgc 6 
tgatgccatt caatggtgta cgtactgtgc tgactactca aggtgcaggt gagcttgacc 12 



<211> LENGTH: 114 

<213> ORGANISM: Artificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 

<400> SEQUENCE: 32 

cttggatccg ggctgaccta ggacggtcag tttggtccct ccgccgaaca ccctcacaaa 6 
ttgttcctta attgtatcac ccacaccaca gtaatagtca gcctcatcct caga 11 



<220> FEATURE: 



<212> TYPE : DNA 



ription of Artificial Sequence: 



tificial Sequence 
INFORMATION: Description of Artificial Sequence: Synthetic 



<400> SEQUENCE: 34 
cttggatccg ggctgacct 



<213> ORGANISM: Artificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 

<400> SEQUENCE: 35 

cttggatccg ggctgaccta ggacggtcag tttggtccct ccgccgaaca cgtacacaaa 6 
ttgttcctta attgt 7 
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<210> SEQ ID NO 36 
<211> LENGTH: 43 
<212> TYPE: DNA 

<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 



<400> SEQUENCE: 36 

aaaggatcct taagatccat caagtaccga gggggcttct ctg 



<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 

<400> SEQUENCE : 37 

acaaagctta gcgctacctc accatctcca gcctccagcc tgagga 4 



<210> SEQ ID NO 38 



scription of Artificial Seque 
DNA 

<400> SEQUENCE: 38 

cttggatccg ggctgaccta ggacggtcag tttggtccct ccgccgaaca 
ttgttcctta attgtatcac ccacaccaca gatatagtca gcctcatcct 



1 Sequence 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
<400> SEQUENCE: 39 

cttctctggc tgctgctgat accattcaat ggtgtacgta ct 4 



<211> LENGTH: 26 

<212> TYPE: DNA 

<213> ORGANISM: Artificial Sequence 

<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 



<400> SEQUENCE: 40 
cgagggccct tctctggctg ctgctg 



<212> TYPE: DNA 

tificial Sequence 



scription of Artificial Sequence: Synthetic 



» SEQUENCE: 41 

agggcc ctargtacst gatgrawctt aagca 
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<210> SEQ ID NO 42 

<213> ORGANISM: Artificial Sequence 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
<400> SEQUENCE: 42 

cacgaattca ctatcgattc tggaaccttc agagg 3 



tificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 



<400> SEQUENCE: 43 

ggcttggagc tcctcaga 1 

<211> LENGTH: 20 
<212> TYPE : DNA 

<223> OTHER INFORMATION: Description of Artificial Sequence: Synthetic 
DNA 

<400> SEQUENCE: 44 

gacagtggtt caaagttttt 5 

<210> SEQ ID NO 45 

<211> LENGTH: 118 

<212> TYPE : PRT 

<213> ORGANISM: Homo sapiens 

<400> SEQUENCE: 45 

Gin Leu Val Leu Thr Gin Ser Ser Ser Ala Ser Phe Ser Leu Gly Ala 

15 10 15 

Ser Ala Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

lie Glu Trp Tyr Gin Gin Gin Pro Leu Lys Pro Pro Lys Tyr Val Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly lie Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Asp Arg Tyr Leu Ser lie Ser 
65 70 75 80 

Asn lie Gin Pro Glu Asp Glu Ala Met Tyr lie Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Val 
100 105 110 

Thr Val Leu Gly Gin Pro 
115 



» SEQUENCE: 4 6 
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Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Lys Pro Gly Gly 
15 10 15 

Ser Leu Lys Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Ser Tyr 

20 25 30 

Gly Met Ser Trp lie Arg Gin Thr Pro Asp Lys Arg Leu Glu Trp Val 
35 40 45 

Ala Thr lie Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro Asp Ser Val 
50 55 60 

Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Thr Leu Tyr 
65 70 75 80 

Leu Gin Met Ser Ser Leu Lys Ser Glu Asp Thr Ala Met Phe Tyr Cys 



Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly Gin Gly Thr 
100 105 110 

Leu Val Thr Val Ser Ala 



<211> LENGTH: 116 

<213> ORGANISM: Homo sapiens 

<400> SEQUENCE : 47 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 
15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp His Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 
35 40 45 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 
100 105 110 

<212> TYPE: 
<213> ORGAK 

<400> SEQUENCE: 48 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 
15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 
20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Leu Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 



Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 



82 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (k) - Page 78 of 107 



US 6,903,194 Bl 



84 



.- Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

- lie Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



Thr Val Leu Gly Gin Pro 
115 



<211> LENGTH: 118 

<213> ORGANISM: Homo sapiens 

<400> SEQUENCE: 49 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Val Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



Thr Val Leu Gly Gin 
115 



<210> SEQ ID NO 50 



<400> SEQUENCE: 50 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 
100 105 110 

Thr Val Leu Gly Gin Pro 
<213> ORGANISM: Homo sapiens 
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<400> SEQUENCE: 51 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

lie Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Val Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly lie Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 

65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



115 



<400> SEQUENCE: 52 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Leu Met 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 

65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



1 Leu Gly Gin Pro 
115 



<213> 
<400> SEQUENCE: 53 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 
20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
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Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



Thr Val Leu Gly Gin Pro 
115 



<210> SEQ ID NO 54 
<211> LENGTH: 118 

<213> ORGANISM: Homo sapiens 

<400> SEQUENCE: 54 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Val Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



1 Leu Gly Gin Pro 
115 



<211> LENGTH: 118 
<212> TYPE: PRT 



<400> SEQUENCE: 55 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Val Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



Thr Val Leu Gly Gin E 
115 



<211> LENGTH: 118 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (k) - Page 81 of 107 



US 6,903,194 Bl 



89 



90 



Gin Val Gin Leu Val Glu Ser Gly Gly Gly Val Val Gin Pro Gly Arg 

15 10 15 

Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Ser Tyr 

20 25 30 

Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 

35 40 45 

Ala Thr lie Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro Asp Ser Val 

50 55 60 

Lys Gly Arg Phe Thr lie Ser Arg Asp Asn Ser Lys Asn Thr Leu Tyr 

65 70 75 80 

Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 

85 90 95 

Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly Gin Gly Thr 



100 



105 



1 Thr \ 
115 



<210> SEQ ID H 



<222> LOCATION: 



lie Leu Lys Gly 



p He Arg Gin Thr E 



t agt ggt ggt agt tac acc tac tat cca 
c Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro 



.- He Ser Arg Asp Asn Ala Lys Asn 



z ctg caa atg age agt ctg aag t 



r Tyr Phe Ala Tyr Trp Gly 
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<210> SEQ ID NO 5 



<221> NAME /KEY : sig_peptide 
<222> LOCATION: (1)..(57) 
<221> NAME/KEY: mat_peptide 



<400> SEQUENCE: 59 

Lys Ala Ser Gin Asp Val Asn Thr Ala Val Ala 



<400> SEQUENCE: 60 

Ser Ala Ser Asn Arg Tyr Thr 



<213> ORGANISM: Homo sapier 
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<400> SEQUENCE: 61 

Gin Gin His Tyr Ser Thr Pro Phe Thr 



<212> TYPE: PRT 



<400> SEQUENCE: 62 
Pro Tyr Trp Met Gin 



<400> SEQUENCE: 63 

Ser lie Phe Gly Asp Gly Asp Thr Arg Tyr Ser Gin Lys Phe Lys Gly 



<400> SEQUENCE: 64 

Gly Leu Arg Arg Gly Gly Tyr Tyr Phe Asp Tyr 



> ORGANISM: Homo sapien 



<400> SEQUENCE: 65 
atg gcc tgg act cct 



3er Phe Ser Gin Leu Val Leu Thr Gin Ser Ser Ser Ala Ser Phe 



Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin I 
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Pro Glu Asp Glu Ala Met Tyr lie Cys Gly 



Thr Lys Val Thr Val Leu Gly Gin I 



<210> SEQ ID NO 6 



<221> NAME /KEY : sig_peptide 
<222> LOCATION: (1)..(57) 
<221> NAME /KEY : mat_peptide 



<400> SEQUENCE: 66 

atg gcc tgg act cct etc ttc ttc ttc ttt gtt ctt cat tgc tea ggt 



Thr Tyr Thr He Glu Trp His Gin Gin Gin Pro Glu Lys Gly P 



<221> NAME/KEY: CDS 



<221> NAME/KEY: sig peptide 
<222> LOCATION: (1)..(57) 
<221> NAME/KEY: mat_peptide 



<400> SEQUENCE: 
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<211> LENGTH: 411 



<221> NAME /KEY : CDS 

<222> LOCATION: (1)..(411) 

<221> NAME /KEY : sig_peptide 

<222> LOCATION: (1)..(57) 

<221> NAME/KEY: mat_peptide 



<400> SEQUENCE: 
atg gcc tgg act 
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<212> TYPE : DNA 



<221> NAME /KEY : CDS 



<400> SEQUENCE: 



Ser Phe Ser Gin 



l Phe Phe Phe Phe 



1 Lys Leu Thr Cys T 



r Tyr Thr lie Glu Trp Tyr G 



i Lys Gin Asp Gly Ser 



jlu Ala Asp Tyr Tyr Cys Gly 



Thr Lys Leu Thr Val 



<222> LOCATION: 
<400> SEQUENCE: 
atg gcc tgg act 



i-g-peptide 
at_peptide 



: Phe Ser Gin 
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r Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 



c Gly Ala Glu Arg Tyr 



c He Lys Glu Gin Phe 



Thr Lys Leu Thr V 



<210> SEQ ID H 



<222> LOCATION: 



- Phe Ser Gin 



3 Ser Gly Ser Ser Ser G 



r Glu Asp Glu Ala 



c He Lys Glu Gin E 
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<210> SEQ ID NO 72 



<221> NAME/KEY: sig_peptide 



» SEQUENCE: 72 

gcc tgg act cct etc ttc ttc ttc 
Ma Trp Thr Pro Leu Phe Phe Phe 



? Tyr lie Cys Gly 



<221> NAME /KEY : sig_peptide 
<222> LOCATION: (1)..(57) 

(58). .(411) 



r Pro Leu Phe Phe Phe P 



= ttg agt agt c 
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g gat ctt aag caa gat gga age cac age aca ggt gat ggg 
t Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 



L Phe Gly Gly Gly 



<210> SEQ ID NO 74 
<212> TYPE: DNA 



<222> LOCATION: (1)..(57) 
<221> NAME /KEY : mat_peptide 
(58). .(411) 



: tct gec tct gec t 



Thr Lys Leu Thr Val Leu Gly Gin Pro 



<212> TYPE: PRT 
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no sapiens 
<400> SEQUENCE: 75 

Ala Val Ser Glu His Gin Leu Leu His Asp Lys Gly Lys Ser He Gin 
Asp Leu Arg Arg Arg Phe Phe Leu His His Leu He Ala Glu He His 



<213> ORGANISM: Homo sapiens 
<400> SEQUENCE: 76 

Met Asn Phe Gly Leu Ser Leu He Phe Leu Ala Leu He Leu Lys Gly 
-15 -10 -5 

Val Gin Cys Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Lys 
-11 5 10 

Pro Gly Gly Ser Leu Lys Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe 

15 20 25 

Ser Ser Tyr Gly Met Ser Trp He Arg Gin Thr Pro Asp Lys Arg Leu 
30 35 40 45 

Glu Trp Val Ala Thr He Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro 
50 55 60 

Asp Ser Val Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn 
65 70 75 

Thr Leu Tyr Leu Gin Met Ser Ser Leu Lys Ser Glu Asp Thr Ala Met 
80 85 90 

Phe Tyr Cys Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly 



Gin Gly Thr Leu Val Thr Val S 
110 115 



<211> LENGTH: 137 
<212> TYPE: PRT 



Homo sapiens 
<400> SEQUENCE: 77 

Met Gly Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg Gly 
-15 -10 -5 

Val Gin Cys Gin Val Gin Leu Val Glu Ser Gly Gly Gly Val Val Gin 
-11 5 10 

Pro Gly Arg Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe 
15 20 25 

Ser Ser Tyr Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu 
30 35 40 45 

Glu Trp Val Ala Thr He Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro 
50 55 60 

Asp Ser Val Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ser Lys Asn 
65 70 75 

Thr Leu Tyr Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val 
80 85 90 

Tyr Tyr Cys Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly 
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<211> LENGTH: 137 

<213> ORGANISM: Homo sapiens 

<400> SEQUENCE: 78 

Met Ala Trp Thr Pro Leu Phe Ph 



: Phe 



r Gin 



Leu Gly Ala Ser Ala Lys Leu 

15 20 

Thr Tyr Thr lie Glu Trp Tyr 

30 35 

Tyr Val Met Asp Leu Lys Gin 
50 

He Pro Asp Arg Phe Ser Gly 



Thr Gin 

5 

Gin Gin G 



25 



l- Gin 



Gin Pro Leu Lys Pro Pro Lys 
45 

Thr Gly Asp Gly 

;er Gly Ala Asp Arg Tyr Leu 

75 

Ser He Ser Asn He Gin Pro Glu Asp Glu Ala Met Tyr He Cys Gly 
80 85 90 

Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 
95 100 105 

Thr Lys Val Thr Val Leu Gly Gin Pro 



70 



=400> SEQUENCE: 79 
let Ala Trp Thr Pre 



- Phe 



r Gin 



Leu Gly Ala Ser Val Lyi 
15 

Thr Tyr Thr He Glu Trj 

Tyr Leu Met Lys Leu Lys G! 

50 

He Pro Asp Arg Phe Ser g: 
65 

Thr He Ser Ser Leu Gin 

Val Gly Asp Thr He Lys 
95 

Thr Lys Leu Thr Val Leu 



u Gin 



25 



Gin Pro Glu Lys Gly Pro Arg 
40 45 

Ser His Ser Thr Gly Asp Gly 
55 60 

Ser Gly Ala Glu Arg Tyr Leu 
75 

Tyr Tyr Cys Gly 
Phe Gly Gly Gly 
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<400> SEQUENCE: 80 

Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-11 5 10 

Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 
15 20 25 

Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys 
30 35 40 45 

Tyr Leu Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 
50 55 60 

He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 
65 70 75 

Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

80 85 90 

Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 



Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 



<210> SEQ ID NO 81 
<211> LENGTH : 137 

<213> ORGANISM: Homo sapiens 

<400> SEQUENCE: 81 

Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 
-15 -10 -5 

Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 
-11 5 10 

Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys 
30 35 40 45 

Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 
50 55 60 

He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

80 85 90 

Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 



- Lys Leu Thr Val Leu Gly Gin Pro 
) 115 



<213> ORGANISM: Homo sapiens 
<400> SEQUENCE: 82 

Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 
-15 -10 -5 

Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 
-11 5 10 

Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 
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15 20 25 

Thr Tyr Thr lie Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg 

Tyr Leu Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

80 85 90 

Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 



Thr Lys Leu Thr Val Leu Gly Gin I 
110 115 



<400> SEQUENCE: 83 

Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg 

30 35 40 45 

Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly 

Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 



Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 



00> SEQUENCE: 84 

t Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

r Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

u Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

r Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys 

0 35 40 45 

r Leu Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

e Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 
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Thr lie Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr lie Cys Gly 
80 85 90 

Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 



Thr Lys Leu Thr Val Leu Gly Gin Pro 
110 115 



<210> SEQ ID NO 8 
<211> LENGTH: 137 
<212> TYPE: PRT 



<400> SEQUENCE: 85 

Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 

-15 -10 -5 

Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg 

30 35 40 45 

Tyr Leu Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly 

80 85 90 

Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 



Lys Leu Thr Val Leu Gly Gin Pro 
10 115 



<210> SEQ ID NO 86 
<211> LENGTH: 137 

<213> ORGANISM: Homo sapiens 

<400> SEQUENCE: 86 

Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 
-15 -10 -5 

Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 



Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 

15 20 25 

Thr Tyr Thr He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys 

30 35 40 45 

Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 

50 55 60 

He Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly 

Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 

95 100 105 

Thr Lys Leu Thr Val Leu Gly Gin Pro 
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<210> SEQ ID NO 8 



<400> SEQUENCE: 87 

Met Ala Trp Thr Pro Leu Phe Phe Phe Phe Val Leu His Cys Ser Gly 
-15 -10 -5 

Ser Phe Ser Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser 

-11 5 10 

Leu Gly Ala Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser 
15 20 25 

Thr Tyr Thr lie Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg 
30 35 40 45 

Tyr Val Met Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly 
50 55 60 

lie Pro Asp Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu 

65 70 75 

Thr He Ser Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly 
Val Gly Asp Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly 



.- Lys Leu Thr Val Leu Gly Gin Pro 
) 115 



<400> SEQUENCE: 88 

Glu Val Gin Leu Val Glu Ser Gly Gly Asp Leu Val Lys Pro Gly Gly 
15 10 15 

Ser Leu Lys Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Ser Tyr 

20 25 30 

Gly Met Ser Trp He Arg Gin Thr Pro Asp Lys Arg Leu Glu Trp Val 
35 40 45 

Ala Thr He Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro Asp Ser Val 
50 55 60 

Lys Gly Arg Phe Thr He Ser Arg Asp Asn Ala Lys Asn Thr Leu Tyr 
65 70 75 80 

Leu Gin Met Ser Ser Leu Lys Ser Glu Asp Thr Ala Met Phe Tyr Cys 



Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly Gin Gly Thr 
100 105 110 

Leu Val Thr Val Ser Ala 
115 



<210> SEQ ID NO 89 
<211> LENGTH: 115 
<212> TYPE: PRT 



<400> SEQUENCE: 89 

Gin Val Gin Leu Val Glu Ser Gly Gly Gly Val Val Gin Pro Gly Arg 
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Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Ser Tyr 
20 25 30 

Ala Met His Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
35 40 45 

Ala Val lie Ser Tyr Asp Gly Ser Asn Lys Tyr Tyr Ala Asp Ser Val 
50 55 60 

Lys Gly Arg Phe Thr lie Ser Arg Asp Asn Ser Lys Asn Thr Leu Tyr 
65 70 75 80 

Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 
85 90 95 

Ala Arg Glu Ser Arg Gly Asp Tyr Trp Gly Gin Gly Thr Leu Val Thr 



Val Ser Ser 
115 



<210> SEQ ID NO 90 
<212> TYPE : PRT 

<213> ORGANISM: Artificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: synthet 
peptide 

<400> SEQUENCE : 90 

Gin Val Gin Leu Val Glu Ser Gly Gly Gly Val Val Gin Pro Gly Arg 
15 10 15 

Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Ser Tyr 

20 25 30 

Gly Met Ser Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 
35 40 45 

Ala Thr lie Ser Ser Gly Gly Ser Tyr Thr Tyr Tyr Pro Asp Ser Val 
50 55 60 

Lys Gly Arg Phe Thr lie Ser Arg Asp Asn ser Lys Asn Thr Leu Tyr 
65 70 75 80 

Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 



Ala Arg Gin Thr Thr Met Thr Tyr Phe Ala Tyr Trp Gly Gin Gly Thr 
100 105 110 



Leu Val Thr Val £ 



<400> SEQUENCE: 91 

Gin Leu Val Leu Thr Gin Ser Ser Ser Ala Ser Phe Ser Leu Gly Ala 
15 10 15 

Ser Ala Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 
20 25 30 

lie Glu Trp Tyr Gin Gin Gin Pro Leu Lys Pro Pro Lys Tyr Val Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly lie Pro Asp 



Arg Phe Ser Gly Ser Ser Ser Gly Ala Asp Arg Tyr Leu Ser He Ser 
65 70 75 80 
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Asn He Gin Pro Glu Asp Glu Ala Met Tyr He Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Val 



Thr Val Leu Gly Gin Pro 
115 



<211> LENGTH : 99 

<213> ORGANISM: Homo sapiens 

<400> SEQUENCE: 92 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gly His Ser Ser Tyr Ala 

20 25 30 

He Ala Trp His Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 

35 40 45 

Lys Leu Asn Ser Asp Gly Ser His Ser Lys Gly Asp Gly He Pro Asp 

50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gin Thr Trp Gly 
85 90 95 

Thr Gly lie 

<211> LENGTH: 118 
<212> TYPE: PRT 

<213> ORGANISM: Artificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: synth 
peptide 

<400> SEQUENCE: 93 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp His Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 
35 40 45 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 
100 105 110 

Thr Val Leu Gly Gin Pro 
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<400> SEQUENCE: 94 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp His Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 
35 40 45 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 
100 105 110 

Thr Val Leu Gly Gin Pro 
115 

<210> SEQ ID NO 95 



scription of Artificial Sequence: synth 
<400> SEQUENCE: 95 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 
15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp His Gin Gin Gin Pro Glu Lys Pro Pro Arg Tyr Leu Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 
100 105 110 

Thr Val Leu Gly Gin Pro 
115 



<213> ORGANISM: Artificial Sequence 



» SEQUENCE: 9 6 



Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 
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He Glu Trp His Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Pro Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 
100 105 110 

Thr Val Leu Gly Gin Pro 
115 

<212> TYPE: PRT 
<220> FEATURE: 
peptide 
<400> SEQUENCE: 97 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 
20 25 30 

He Glu Trp His Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 
35 40 45 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 

65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 
100 105 110 

Thr Val Leu Gly Gin Pro 
115 

<223> OTHER INFORMATION: Description of Artificial Sequence: synthetic 
peptide 

<400> SEQUENCE: 98 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 
20 25 30 

He Glu Trp His Gin Gin Gin Pro Glu Lys Pro Pro Arg Tyr Leu Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

50 ' 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
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Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr lie Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



115 



<210> SEQ ID NO 99 

scription of Artificial Sequence: synthet 
<400> SEQUENCE: 99 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp His Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Pro Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 
Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



1 Leu Gly Gin Pro 
115 



<210> SEQ ID NO 100 

<213> ORGANISM: Artificial Sequence 

<223> OTHER INFORMATION: Description of Artificial Sequence: synth 
peptide 

<400> SEQUENCE: 100 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 
15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 
20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 
35 40 45 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 
Thr Val Leu Gly Gin Pro 
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<210> SEQ ID NO 101 
<211> LENGTH: 118 
<212> TYPE: PRT 

<213> ORGANISM: Artificial Sequence 
<220> FEATURE: 

peptide 

<400> SEQUENCE: 101 

Gin Leu Vol Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

lie Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 
35 40 45 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly lie Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr lie Ser 

65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 

85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



r Val Leu Gly Gin Pro 
115 



<400> SEQUENCE: 102 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Leu Met 
35 40 45 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



Thr Val Leu Gly Gin P 
115 



<213> ORGANISM: Artificial Sequence 

<223> OTHER INFORMATION: Description of Artificial Sequence: synthetic 
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peptide 
<400> SEQUENCE: 103 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Leu Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



r Val Leu Gly Gin Pro 
115 



: Artificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: synthetic 
peptide 

<400> SEQUENCE: 104 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 
15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Val Met 
35 40 45 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



1 Leu Gly Gin Pro 
115 



<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: synt 
peptide 

<400> SEQUENCE: 105 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 
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He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Val Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



Thr Val Leu Gly Gin Pro 
115 



<210> SEQ ID NO 106 

Artificial Sequence 

3 

<400> SEQUENCE: 106 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 
15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 

65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



Thr Val Leu Gly Gin E 
115 



<211> LENGTH: 118 
<212> TYPE: PRT 

<213> ORGANISM: Artificial Sequence 



<400> SEQUENCE: 107 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 
15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 
20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Val Met 
35 40 45 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 



Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 
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.- Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

- lie Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



Thr Val Leu Gly Gin Pro 
115 



108 
18 

Artificial Sequence 
DRMATI 

<400> SEQUENCE: 108 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Val Met 

35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr Tyr Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



Thr Val Leu Gly Gin 
115 



<211> LENGTH: 118 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: synthetic 
<400> SEQUENCE: 109 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Leu Met 
35 40 45 

Lys Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 
100 105 110 

115 
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<210> SEQ ID NO 110 

Artificial Sequence 
DRMATI 

<400> SEQUENCE: 110 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Lys Tyr Leu Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 

65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



Thr Val Leu Gly Gin Pro 
115 



<213> ORGANISM: Artificial Sequence 
<220> FEATURE: 

<223> OTHER INFORMATION: Description of Artificial Sequence: synthet 
peptide 

<400> SEQUENCE: 111 

Gin Leu Val Leu Thr Gin Ser Pro Ser Ala Ser Ala Ser Leu Gly Ala 

15 10 15 

Ser Val Lys Leu Thr Cys Thr Leu Ser Ser Gin His Ser Thr Tyr Thr 

20 25 30 

He Glu Trp Tyr Gin Gin Gin Pro Glu Lys Gly Pro Arg Tyr Leu Met 
35 40 45 

Asp Leu Lys Gin Asp Gly Ser His Ser Thr Gly Asp Gly He Pro Asp 
50 55 60 

Arg Phe Ser Gly Ser Ser Ser Gly Ala Glu Arg Tyr Leu Thr He Ser 
65 70 75 80 

Ser Leu Gin Ser Glu Asp Glu Ala Asp Tyr He Cys Gly Val Gly Asp 
85 90 95 

Thr He Lys Glu Gin Phe Val Tyr Val Phe Gly Gly Gly Thr Lys Leu 



1 Leu Gly Gin Pro 
115 



: Artificial Seque 



scription of Artificial Sequence: syntt 
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<400> SEQUENCE: 112 

Gin Leu Val Leu Thr Gin Ser Pro Ser 
1 5 

Ser Val Lys Leu Thr Cys Thr Leu Ser 
20 25 

lie Glu Trp Tyr Gin Gin Gin Pro Glu 
35 40 

Asp Leu Lys Gin Asp Gly Ser His Ser 
50 55 

Arg Phe Ser Gly Ser Ser Ser Gly Ala 
65 70 

Ser Leu Gin Ser Glu Asp Glu Ala Asp 

85 

Thr He Lys Glu Gin Phe Val Tyr Val 
100 105 

Thr Val Leu Gly Gin Pro 
115 



Ala Ser Ala Ser Leu Gly Ala 
10 15 

Ser Gin His Ser Thr Tyr Thr 

30 

Lys Gly Pro Lys Tyr Val Met 
45 

Thr Gly Asp Gly He Pro Asp 

60 

Glu Arg Tyr Leu Thr He Ser 

75 80 

Tyr He Cys Gly Val Gly Asp 
90 95 

Phe Gly Gly Gly Thr Lys Leu 



<211> LENGTH: 118 
<212> TYPE : PRT 

: Artificial Sequence 



Gli 



400> SEQUENCE: 113 

1 Leu Thr Gin 



Ser Val Lys Leu Thr Cys Thr Leu Ser 

20 25 

He Glu Trp Tyr Gin Gin Gin Pro Glu 

35 40 

Asp Leu Lys Gin Asp Gly Ser His Ser 
50 55 

Arg Phe Ser Gly Ser Ser Ser Gly Ala 
65 70 

Ser Leu Gin Ser Glu Asp Glu Ala Asp 

85 

Thr He Lys Glu Gin Phe Val Tyr Val 
100 105 

Thr Val Leu Gly Gin Pro 
115 



ii of Artificial Sequence: synthetic 

Ala Ser Ala Ser Leu Gly Ala 
10 15 

Thr Tyr Thr 

y Pro Arg Tyr Val Met 
45 

y Asp Gly He Pro Asp 



Lys Gly 



Thr Gly 



;lu p 



60 



j Tyr 



He 



3 Cys Gly Val Gly Asp 
95 

31y Gly Gly Thr Lys Leu 



What is claimed is: f 

1. An isolated polypeptide comprising an L chain V region 
of a humanized antibody comprising an amino acid 
sequence chosen from SEQ ID NOs: 48-51. 

2. An isolated polypeptide comprising an L chain V region 



of 



itibody comprising ai 
sequence chosen from SEQ ID NOs: 52-55. 

3. An isolated polypeptide comprising an H chain V 
region of a humanized antibody comprising an amino acid 
sequence as shown in SEQ ID NO: 56. 

4. An isolated L chain of a humanized antibody which 65 
binds to a human parathyroid hormone related protein, 
comprising a polypeptide comprising an L chain C region of 



a human antibody and a polypeptide comprising an L chain 

V region according to claim 1 or 2. 

5. An isolated H chain of a humanized antibody which 
binds to a human parathyroid hormone related protein, 
comprising a polypeptide comprising an H chain C region of 
a human antibody and a polypeptide comprising an H chain 

V region according to claim 3. 

6. An isolated humanized antibody comprising an L chain 
of a humanized antibody according to claim 4 and an H 
chain of a humanized antibody according to claim 5, 
wherein the humanized antibody binds to a human parathy- 
roid hormone related protein. 

7. An agent for suppressing hypercalcemia comprising the 
humanized antibody of claim 6 as an effective ingredient. 
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8. An agent for suppressing hypercalcemia associated 
with malignant tumor, comprising the humanized antibody 
of claim 6 as an effective ingredient. 

9. The agent for suppressing hypercalcemia according to 
claim 8, wherein the malignant tumor is at least one chosen 5 
from cancer of the pancreas, lung cancer, cancer of the 
pharynx, cancer of the larynx, cancer of the tongue, cancer 
of the gingiva, cancer of the esophagus, cancer of the 
stomach, cancer of the biliary duel, cancer of the breast, 
cancer of the kidney, cancer of the urinary bladder, cancer of 10 
the uterus and prostate cancer, and malignant lymphoma. 

10. An agent for improving hypophosphatemia 
comprising, as an active ingredient, a substance capable of 



.194 Bl 

142 

inhibiting the binding between parathyroid hormone related 
protein (PTHrP) and a receptor thereof, 

wherein the substance is the humanized antibody of claim 
6. 

11. A method of inhibiting the binding between PTHrP 
and a receptor thereof, comprising: 

combining the humanized antibody of claim 6 with the 
PTHrP; 

allowing said humanized antibody to bind to PTHrP; and 
inhibiting the binding of PTHrP to a PTHrP receptor. 
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IN THE UNITED STATES PATENT AMD TRADEMARK OFFICE 
In re Patent Application of 



For: USE Of PTHRP ANTAGONISTS FOR TREATING RENAL 
CELL CARCINOMA 



Commissioner for Patents 

P.O. Box 1450 

Alexandria, VA 22313-1450 



I, Thierry MASSFELDER, do hereby declare and say as follows: 
1. I am aware of the above-identified application, and am fully informed of the 
invention claimed therein. I am inventor of the subject matter claimed in the above. 

3. | am currently a Researcher (tenure) in INSERM (French Institute of Health 
and Medical Research), Team leader "search of new therapeutic and pronostlc options 
for human kidney cancer, Renal Pharmacology and Phytopathology Laboratory 
INSERM Unit 727, Universite Louis Pasteur, 11, rue Humann, Bat 4, 1er etage, 67085 
Strasbourg Cedex. I hold an Extensive Research Degree ("D.E.A" in French) in 
Pharmacology and Pharmacochemistry, Molecular and Cellular Pharmacology option, 
from Louis Pasteur University (ULP), Strasbourg, FRANCE, earned in 1991; obtained 
with distinction (mention "Wen"), allowing entry into the rankings for financial support by 
the French Government (Allocation de Recherche du MENRT). I further hold a PhD in 
Molecular and Cellular Pharmacology, ULP, Strasbourg, FRANCE, earned in 1994; 



RHASSFELOER et al. 
Serial No. 10/S2S^SS 
Filed: January B, 2808 



Atty. Ref: 3885-133 
Group: 1©43 
Examiner Gussow 



Sir. 
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obtained with the highest possible distinction (mention ?, tris honorable avec 
f#S!Gstglions ,, ), sparingly attributed by the ULP of Strasbourg, i earned a University 
Diploma: "Scientific manager in animal experimentation", in 2001, ULP (mention "assez 
Wen"). 

4, i believe the above-identified application demonstrates, such as in Figures 4, 
6 and 8, that an arrti-PTHrP antibody directed against the intermediate or C-termlnal 
regions of PTHrP, in particular antl-PTHrP (34-53) antibody and anti-PTHrP (107-139) 
antibody, decrease the proliferation of tumor cells. 

5. To further demonstrate this effect I have produced, or had produced under 
my direction and control, two further distinct monoclonal anti-PTHrP (34-53) antibodies, 
called PTH1 H413 and PTH2 £1131 which demonstrated the important in vivo anti- 
tumors! effect of these antibodies. The following figure is a graph showing the 
percentage of tumoral volume in comparison with the volume of day 1 (day 1 is 100%) 
for two controls (PBS or non relevant antibody (AC ctl) of the same anybody isotype 
than PTH1 and2 and directed against Stra8, a protein expressed in male gonades and 
testis) (two upper curves) and the two anti-PTHrP (34-53) antibodies (two lower curves) 
administrated at 40 pumice each day. Mice weight is from 30-34 g. The tumoral volume 
has been measured every 3 and 4 days. Accordingly, measures 1 and 2 correspond to 
the Tuesday and the Friday of the first week, respectively and measures 3 and 4 
correspond to the Tuesday and the Friday of the second week, and so on. Accordingly, 
the experiment fasts about 5 weeks. Antitumors! activity of these two antibodies has 
also been demonstrated in vitro on human renal cancer ceils 786-0 and CaW-1. 
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Et^'fte Ac FTH1 FTH2 

(volume exprtmc en % p/r Jl) 




6. The following describes the Tumor Model used in the investigation reported 
above. Sevan~we©k-old male Swiss nu/nu nude mice (tffa-Credo, St Germain sur 
f ! Arbresfe, France) were given s.c. injections of 10 millions 786-0 cells Into the skin of 
the back. Mica weight is from 30-34 g. Tumor size was measured using calipers. Two 
weeks after injection, mice bearing tumors were separated each in four groups (6-8 
mice each). Mm bearing tumors were injected i.p. daily with 40 ug of one of the two 
distinct monoclonal antl-PTHrP<34-53) antibodies (called PTH1 H413 and PTH2 
E1131), with PBS or with the non relevant antibody. Tumor size was measured using 
calipers every 3-4 days. P<0.05 PTH1 an 2 vs. Ac Ctl and PBS. 
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7. I believe the above results further demonstrate the utility of administrating an 
anii-PTHrP antibody directed against an intermediate region of PTHrP to treat kidney 
cancer, 

I hereby declare that ail statements made herein of my own knowledge are true 
and that all statements made on information and belief are believed to be true; and 
further that these statements were made with the knowledge that willful false 
statements and the ilka so made are punishable by fine or imprisonment, or both, undo 
Section 1001 of Title 18 of the United States Code and that such willful faise 
statements may jeopardize the validity of the application or any patent issued thereon. 



Signed this djU of 2008. 
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inal leads in composite electro 
5, and states that migration of 
mal on the ceramic body may 
v alloying, coating, or platrnc 
the lead with a material which 
migration." Finally, Short dis- 
y problem of silver migration 
conductors or electrodes pruned 
elements which is of concern 
;s that problem "by interposing 
: between silver conductors a: 
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>m the group consisting of gold, 
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■rt states that a surface coating of 
,vill inhibit migration of silver 
in a moist, atmosphere. Welier 
;ver migration can be avoided by 
rating or plating the surface of 
with a material' which inhibits 
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the body of the silver. In our 
is then. obvious to workers of or- 
1 in this art to alloy or mix Pt 
with a silver conductor, for the 

inhibiting migration of silver 
tion of optimum proportions of 
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costs of the metals and degree of 
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ippellant's compositions would 
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in No! 3,293,501, issued December 
it No. 3,154,503, issued October 27, 
:nt No. 3,021,589, issued February 
m No. 2.758,2f>7, issued August 



Court of Customs and Patent Appeals 

In re Smith 
No. 8590 Decided May 18, 1972 

PATENTS 

1. Board of Appeals — Procedure and 
practice (§19.45) 

Pleading and practice in Patent Of- 
fice — Rejections (§54.7) 

Board is empowered under Patent Office 
Rule 196(b) to make new rejections; while 
Board should have labelled its rejection on 
reconsideration a new one, applicant did not 
seek to avail himself of rights accorded under 
Rule nor does he indicate any desire to fur- 
ther argue the rejection before Patent Office 
or to introduce additional evidence; accord- 
ingly, rejection is treated as before court on 
appeal. 



2. Specification — Suffici 
sure (§62.7) 

Rule that disclosure of a i 
cies of a subgenus is a suffi 
of the subgenus is not^ con 

:sci\ how close ila ilcsi n:)ti 
comply with section 112 mui 
by-case development; it can 
subgenus is necessarily alwa 
scribed by ;: — 



y of disclo- 



; upon 
it In re Riss 



•' I '- 



ll 2, it is overruled. 

3. Claims — Broad or narrow — In 
general (§20.201) 

There is nothing inherently wrong with a 
particular principle of patentability which 
under certain circumstances operates to de- 
feat patentability of a narrow, but not a 
broader, claim, and, ordinarily, fact that 
under such a principle a broader claim 
would pass muster is no basis for adjusting 
principle to render narrower claim patenta- 
ble. 

Particular patents — Paint 

Smith, Glossv Emulsion Coating Composi- 
tions Containing Surface Treated Pigments of 
Oiiophiiir Nature and Method, claims 1 , 2, 12 
to 18.20, and 21 o! application refused. 



Applicatit n for r. ni 1 i ( h trd G Smith, 
Serial No. 430,468, filed Feb. 4, 1965: Patent 
Office Group 140. From decision rejecting, 
claims 1, 2, 12 to 18, 20, and 21, applicant 
appeals Affirmed. 

Herbert B, Keil, Richard. L. Johnston, 
and Johnston, Root, O'Keeffe, Keel, 
Thompson & Shurtleff, all of Chicago, 
111., for appellant. 

S. Wm. Cochran (Fred E. McKelvey of 
counsel) for Commissioner of Patents. 

Before Rich, Almond, Baldwin, and Lane, 
Associate judges, and Rao, Judge, United 
States Customs Court, silling by designa- 



Lane, Judge. 

This appeal is from the decision of the 
Hi rd i I vpo< i , r t r% immei s 

rejection of claims I, 2. 12-18, 20 and 21 of 
appellant's application, Serial No. 430,468, 
filed February 4, 1965, for "Glossy Kmulsion 
Coating Compositions Containing Surface 
Treated Pigments of Oiiophilie Nature and 
Method." this application is asserted to be a 
continuation of an application filed in 1956, ; 
which was a continuation-in-part of a 1951 
application, 2 which in turn was a continua- 
tion-in-part of Serial No. "74.89", filed Sep- 
tember 18, 1947. We affirm the board's deci- 

The Invention 

The invention is directed to the compound- 
ing of a glossy water base emulsion paint. In 
his brief "before this court, appellant distin- 
guishes between single phase, oil base paints 
and dual phase, water base emulsion paints 
wherein there is a continuous phase of water 
in which globules of oil are suspended. By 
"oil" is meant "those natural and synthetic 
fluid organic water insoluble compounds 
commonly used as a whole or part of the ve- 
hicle or binder in coating compositions." 
Whereas oil base paints are said to be natu- 
rally glossv, water base emulsion paints tend 
to be '"flat." Various advantages are claimed 
for water base paints, and the object of this 
invention was to produce a glossy water base 
emulsion paini. 

Appellant postulates that the reason for 
flatness in a water base paint is "the tact that 
i; contains two phases, the water phase pref- 
erentially welting some of the pigment so that 
some riigrnent is contained in the volatile water 
phase." The concept underlying the present 
invention was the appreciation that "if the 
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pigment used in these paints could be surface 
coated in such a way that it would be wholly 
wetted by the oil phase and not be permitted to 
migrate into the water phase," the problem 
would be solved. 

The claims reflect this approach. Claims 3 
and 2 are drawn to an emulsion coating com- 
position having a continuous water phase and 
a discontinuous oil phase dispersed therein. 
The pigment is dispersed in the discontinuous 
oil phase and is maintained in that phase as a 
result of a surface coating of an organic com- 
pound which renders the pigment "oilophil- 
ic," i.e., having an affinity for oil, and partic- 
ularly, having a preferential affinity for oil as 
compared to water. The organic compounds 
with which the pigment may be coated are 
described in the specification as follows: 

[They] are monomeric organic compounds 
characterized by at least one non-polar or- 
ganic hydrophobic group containing at least 
eight carbon atoms in a hydrocarbon struc- 
ture which in the form of its monocarboxyi- 
ic acid is soluble in oleoresinous varnishes 
and insoluble in water, and at least one po- 
lar group preferably selected from the class 
ronsi«ting of carboxylic acids, salts of said 
carboxyln acids, esters of said carboxylic 
acids and cationic ammonium and amine 
surface active groups containing an ioniz- 
abie negative radical of a water soluble acid. 
Such polar groups are effective in causing 
said organic compounds to adhere to the 
pigment surface, especially where the latter 
are hydrophilic. 

Claim 1, subdivided for convenience, reads 
as follows: 



. An e 



ally 



mposit 



ous phase a pigment which is surface coated 
with an organic compound effective to 
rend< t said p gment oi op;tiii. 

said organic id being n 

meric organic compound characterized by 
at least one non-polar organic hy- 
drophobic group containing at least 8 
carbon atoms in a hydrocarbon struc- 
ture, which group in the form of its 
monocarboxylic acid is soluble in 
oleoresinous varnishes and insoluble in 

and at least one polar group, 
said organic compound adhering to 
said pigment surface when said coated 
pigment is emulsified, 
said coating having been applied to said 
pigment prior to emulsincation thereof and 



prior to dispersion of sa,d pigment in said 
oil phase, 

and said clis n , igmented phase 
being capable of forming a continuous solid 
glossy film when dried. 
Claim 2 further defines the organic compound 
by t he ge nera I formula : 
0 



// 

R(C-OX)n 
here R is an organic radkal containtn" 
> > ' » rh,n «« TiS 1 i h lr 1 Jrh 

s an inorganic cation, and n is 
a whole number from 1 to ? * * *. 
A series of composition claims more limited 
with respect to the pigment and the organic 
compound with which it is coated were al- 
lowed by the examiner. 

The process of making the composition is 
also claimed. Claim 12, which is representa- 
tive of the process claims on appeal, reads in 
pertinent part as follows: 

12. A process of preparing emulsion 
coating compositions comprising essentially 
a continuous aqueous phase and a discon- 
tinuous water insoluble oil phase containing 
a pigment dispersed in said discontinuous 
phase which comprises surface coating a 
pigment with an organic compound effective 
to render said pigi sei oilo| fulie and adding 
water to said pigmt 1 thci liter adding an 
oil phase and emulsifying said surface 
coated pigment to form a water-in-oil, 
pigment-in-oil emulsion and converting said 
water-in-oil, pigment-in-oil emulsion to a 
pigment-in-oil, oil-in-water emulsion * * *. 
The remaining process claims, 13-18, 20 and 
21, define the method in varying degrees of 
specificity, Several process claims' limited to a 
specific pigment and organic compound were 
allowed. 

The References 

Baldwin J discloses modifying the surface 
energy characteristics of a pigment by "caus- 
ing precipitated suspensions of water repellant 
metallic organic compounds to become ad- 
herent upon the surface of the pigment in the 
form of a thin film covering each pigment 
particle." Among the coating compounds dis- 
closed are those used by appellant. The pat- 
entee was primarily concerned with improving 
pigments for use in a variety of systems, but 
specific advantages of pigments made by the 
disclosed method are stated to be "smoother 
and gir isie; paints 

Iliff et al. (Iliff), 4 a patent issued on May 4, 
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dispersion of said pigment in said 

lid discontinuous pigmented phase 
pable of forming a continuous solid 
m when dried. 

rther defines the organic compound 
ral formula: 
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// 

R(C-OX)n 
R is an organic radical containing 
carbon atoms in h hydrocarbon 
'., X is an inorganic cation, and n is 
number from 1 to 2 * * *. 
I' composition claims more limited 
ct to the pigment and the organic 
with which it is coated were al- 



cess of making the composition is 
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proeess claims on appeal, reads in 
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i process of preparing emulsion 
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uous aqueous phase and a discon- 
water insoluble oil phase 
nt dispersed in said dis< 
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with an organic compound effective 
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se and emulsifying said surface 
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-in-oi! emulsion and converting said 
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ning process claims, 13-18, 20 and 
the method in varying degrees of 
Several process claims limited to a 
;ment and organic compound were 

The References 

, 3 discloses modifying the surface 
xacteristics of a pigment by "caus- 
tated suspensions of water repellant 
rganic compounds to become ad- 
m the surface of the pigment in the 
thin film covering each pigment 
Among the coating compounds dis- 
those used by appellant. The pat- 
jrimarily concerned with improving 
or use in a variety of systems, but 
vantages of pigments made by the 
nethod are stated to be "smoother 
r paints * * *." 

1. (Ilifl),' 1 a patent issued on May 4, 
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1948, on an application filed April 11, 1944, 
involves aqueous emulsion coating composi- 
tions. Patentees state: 

[Difficulties are encountered in produc- 
ing materials which produce glossy films or 
coatings and which possess satisfactory 
stability in this respect. The difficulty ap- 
pears to be due to a tendency for the white 
pigment (titanium dioxide) to migrate from 
the oil phase into the external aqueous 
phase of the emulsion resulting in instabili- 
ty with respect to producing glossy films or 



board dismissed these as 
solicitor agrees that they 
and we do not consider then 



This invention therefore presents as the 
principal object means for producing stable 
white or tinted emulsion coating composi- 
tions which will produce glossy films. 

These objects are accomplished in the 
present invention by incorporating, as the 
principal pigment in the composition, ti- 
tanium dioxide which has been treated (as 
hereinafter described) to impart to it or- 
ganophylic properties with respect to its 
action in the aqueous resin emulsion, ve- 
hicle. 

Uiff et at. refer to various methods of treating 
the pigments already in the prior art as of the 
time their application was filed which essen- 
tially involve coating the pigments with inor- 
ganic compounds, but also disclose that "other 
treatments which may impart organophilic 
properties to titanium pigments are not to be 
precluded from the present invention." 

Cassel 5 relates to improvements in the 
dyeing of textile fabrics with pigments where- 
in the problem of pigment adherence to such 
fabrics is solved by the addition of controlled 
quantities of a "pigmented lacquer-in-water 
emulsion" to the fabrics. In example 3 of the 
Cassel patent the emulsion is prepared by 
forming an aqueous "pulp" of blue pigment, 
adding it to an alkyd rcsin-in-oil solution to 
give a water-in-lacquer emulsion, and invert- 
ing the emulsion by pouring it into an aque- 
ous solution of sodium lauryl sulfate to give a 
lacquer-in-water emulsion. The solicitor 
summarizes this process as comprising the 
sequence of mixing an untreated pigment with 
water, adding oil to give a water-in-oil emul- 
sion, and adding water and emulsifier to con- 
vert the water-in-oil emulsion to an oil-in- 

The examiner additionally relied upon 
patents to Berry " and Machlin, 7 but the 

5 Patent No. 2,343,642 issued February 29, 1944. 



teachings. 



In 



The Grounds of Rejection 

s original decision, the board treated 



the method claims as standing or falling with 
the composition claims and held all of the 
claims on appeal to be unpatentable under 35 
U.S.C. 103 over Iliff in view of Baldwin. 
Appellant requested reconsideration urging 
that the claimed method was patentably dis- 
tinct from the composition and should be 
treated separately. The board did reconsider 
its position and concluded that "except for the 
specific pigment-coating step," Cassel, a ref- 
erence previously applied by the examiner but 
dropped in the examiner's answer, "shows the 
manipulative steps of claim 12." A fair read- 
ing of the board's decision on reconsideration 
indicates that it was of the view that the sub- 
stitution of the claimed coated pigment, be- 
lieved to have been suggested by Iliff and 
Baldwin, for the untreated pigment used in the 
Cassel process would have been obvious to one 
of i i nary skill m the art. 

[ 1 ] Appellant asserts that inasmuch as the 
examiner dropped Cassel, it is not before us, 
The difficulty with appellant's position is that 
the board is empowered under Patent Office 
Rule 196(b) to make new rejections, and we 
think it clearly did make a new rejection of the 
process claims as unpatentable under 35 
U.S.C. 103 over Cassel in view of Iliff and 
Baldwin. While the board should have la- 
belled its rejection on reconsideration a new 
one, appellant did not seek to avail himself of 
the rights accorded under Rule 196(b), nor 
does he now indicate any desire to Further ar- 
gue the rejection before the Patent Office or to 
introduce additional evidence, We accordingly 
treat Cassel, and the rejection in which it is 
relied upon, as before us. See In re Hyson, 59 

CCPA 453 F.2d 764, 766, 172 USPQ 

399, 401 (1972); In. re Cavrich, 59 CCPA 
, 451 F.2d 1091, 1093, 172 USPQ 121, 
122 (1971). Giving due consideration to the 
time and effort which has already been ex- 
pended by the parties and this court to this 
point in the appeal, we do not feel that justice 
would be served by a remand which would in 
all probability fail to significantly aid anyone. 

Opinion 

To reiterate, we have two rejections before 
us in this appeal. The first is the rejection of 
composition claims 1 and 2 under 35 U.S.C. 
103 as obvious from Iliff in view of Baldwin. 
The other is the rejection of method claims 1 2- 

1R Wand 91 nnder 35 U.S.C. 103 as obvious 
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A threshold i. , , „ ;: ,,,.. ;; ll , , lr „., 

is the availability of Iliff as a reference. The 
Iliff patent was issued on May 4, 1948, on an 
application filed April 11, 1944. As' noted 
above, appellant alleges that the application 
on appeal is in a chain of continuing applica- 
tions, the earliest of which was filed on Sep- 
tember 18, 1947, followed by one filed on 
June 9, 1951. During the course of prosecu- 
tion of his prior applications, appellant sub- 
i . ill .1 i r Rule 131 purporting 

to prove conception and reduction to practice 
of the claimed invention prior to the effective 
date of Iliff. 

The examiner attacked the sufficiency of the 
affidavits and also held that the 1947 applica- 
tion failed to support the presently claimed 
invention thereby depriving appellant of the 
right to rely upon its filing date. Since Iliff is- 
sued more than one year prior to the filing 
date of the 1951 application, the examiner 
concluded that Iliff was statutory bar and 
could not be overcome by a Rule 131 show- 
ing/ The board agreed that FliiT is a statutory 
bar and did not, therefore, give much con- 
sideration to the substance of the affidavit 
evidence. Concerning the 1947 application, 
the 'Hiax! stated: 

We find no mention in that application 
of the requirement that the coating com- 
pound 



- -arbon atoms 
and that more 
contemplated, s 
claim 1. With i 
no disclosure ir 
n of tl 



l I!' 



or the specific presence of 2 carboxylate 
groups in the coating compound. While the 
questioned limitations are consistent with 
the broader aspects of the parent disclo 
sure, they could not be specifically claimed 
in the parent application. [Emphasis in 
original.] 

Appellant asserts that the 1947 application 
contains a. disclosure of organic coating com- 
pounds which is generic to the compounds 
which appear i n the present claims as well as a 
diss losure of species upon which the subgenus 

rac compounds i, ucd r d 

1 his, he argues, is sufficient for a supporting 
pa e 11 re relying upon In re Risse, 

. s Rule 131 provides that a patent will not bar the 



34 USPQ 1 
g portion of 



. anplic; 



is proved 



that the invention sought to be patented was com 
pleted prior to the reference patent filing date "un- 
less the date of such patent * * * be more than one 
year prior to the date on which the application was 
bled m this country." See 35 U.S.C 1 02 (b) 



54 CCPA 1495, 378 F.2d 948, 1 

(1967). He points out the followii 

the 1947 specification: 

The treatment of pigments with polar 
agents is not new per se and can be accom- 
plished by several methods employing a 
variety of effective compounds. In general 
these methods involve surface coating the 
pigment with an oil soluble polar organic- 
compound. Among the polar organic com- 
pounds are acidic resins, water soluble 
rcsmates, water insoluble metallic resi- 
nates, long chain fatty at ids, their salts 
and soaps, benzene car'boxyik acid and its 
salts, naphthenic acids and their soaps and 

f' ,s ' m, i m,it f tivt " a S*»'*. <-'•&•• alky] 
amine sal.s and quaternary ammonium 
compounds containing at least 12 carbon 
atoms in an alky; group or groups, e.g., 
lauryi pyrmii ml nid ml long chain 
(at least [2 carbon atoms; lattv acid-con- 
1 umngore r,a Worm i complexes 
Comparing this disclosure to the compounds 
recited in the claims on appeal, appellant con- 
It is obvious that the surface coating or- 
ganic compounds recited in the foregoing 
paragraph are morsomerk, have a hydro- 
carbon structure of at least 8 carbon atoms, 
except for benzene carboxyiic acid which 
contains six carbon atoms in a hydrocarbon 
group, and contain at least one carboxy or 
carboxylate group. If appellant's claims had 
been drawn more broadly, they would be 
supported by the parent application. They 
can be described as subgeneric claims be- 
cause they delineate the invention more 
specifically by reciting that the organic ma- 
terial used to coat the' pigment is monomer- 
lc, contains at least 8 carbon atoms and at 
least one carboxy or carboxylate group. 
The principal question involved is whether 
or not appellant is entitled under 35 U.S'.C. 
120 to the benefit of the filing date of his 1947 
application for the subject matter presently 
claimed. ' To comply with § 120, the prior 
application must satisfy "the disclosure re- 
quirements of the first paragraph of J 112 
" - irli espeet u i ■■ bjccl i - i.l.ler , . 

"We note that the 1947 application. was aban- 
doned m 19,-ii, prior to the January 1, I-'Sa cller- 
"'■e dan o title < ,d t S « \ct of 

! 1 1 1 1 '[ ' ' So, , 

ai 3.1 L.St .. at 71. The solicito nevri , s , . ■ 
'"■I -' ri «..-n .nd-». ,gtee Tb 1 
ippliciai ln( .. j n 

the Act oi July I r ">..: <S 4. title Vy applied in pending 

. ' H I list 

1 20 for the effective date of his next prec< ding 1 <5.;7 
application if the requirements of § 120 are other- 
wise satisfied. 
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iui.c uaic ui ms next preceding 194? 
the requirements of S 120 are other- 



claimed." Martin v. Johnson, 59 CCPA , 

454 F.2d 746, 172 USPQ 391 {1972); In re 
Brower, 58 CCPA 724, 433 F.2d SI 3. 167 
USPQ 684 (1970). The examiner's and 
board's refusal to accord appellant the benefit 
of the filing date of his 1947 application was 
premised on their finding that the invention 
now claimed was not "disclosed" in, or 
"supported" by, the 1947 disclosure. Trans- 
lated in terms of a first paragraph, § 112, 
requirement, it is evident that the Patent Of- 
fice holding was that there was no description 
of the invention now claimed in the earlier 
specification. See Martin v. Johnson, supra; 
In re Lukach, 58 CCPA 1233, 442 f .2d 967 
169 USPQ 795 (1971). 

In re Risse, supra, relied upon by appellant, 
involved, inter alia, the question of "support" 
for a claimed subgenus in the disclosure of a 
parent application. The court did not speak in 
terms of the description requirement of § 112, 
and it is since Risse that this court has focused 
on the express language of the statute. 1'he 
recent cases suggest a more stringent re- 
quirement for a description of the claimed in- 
vention than may have been previously ap- 
plied in cases wherein the issue was framed in 
terms of "support" lor claimed subject matter. 
Compare Martin v. Johnson, supra; Fields v. 
Conover, 58 CCPA 1366. 443 F.2d 1386. [70 
USPQ 276 (197 h „ Luk cl supra; In re 
DiLeone, 58 CCPA 934, 436 F.2d 1033. 168 
USPQ 598 (1971); In re DiLeone and Lucas, 
58 CCPA 923. 436 I 2d 1404, 168 USPQ 592 
(1971); In re Ahlbrecht, 58 CCPA 848, 435 
F,2d 908; 168 USPQ 293 (1971); with Risse, 
supra; In re Grimme, 47 CCPA 7 ! I F.2d 
949, 124 USPQ 499 (1960). Doubt as to the 
1 "i tinuing i n t Risse in light of the sub- 
sequent "description requirement" cases has 
already been cast in Lukach and Fields v. 
Conover, 

In distinguishing In re Fried, 50 CCPA 
954, 312 F.2d 0, 136 SPQ -29 (1963), 
and Watson v. Bers worth. 251 F.2d 898, 116 
USPQ 79 (D.C Cir. 1958), this court in Risse ! 
said: , . . ' ! 
The critical distinction is that in the 
Fried and Watson v. Bersworth cases, each 
of the applicants was attempting to claim a 
subgenus not specifically disclosed as such 
in the parent case, which contained only- 
generic disclosure but no description of a 
single species within the scope of the later 
claimed subgenus. It is difficult to arrive at 
such a subgenus by a purely deductive ap- 
proach, selecting appropriate variables from 
t! - ' ' 4 J 1 ire. On the other hand. 



directions, i.e., by an inductive approach 
from a specifically disclosed species within 
the subgenus, as well as the deductive ap- 
proach^ from the generic disclosure. The 
1 ttter situ t lit presented b' the facts of 
this case as well as Grimme. In both cases 
the subgeneric claims of the continuation- 
in-part applications (1) are completely 
within the scope of the parent case generic 
disclosure and (2) read on at least one spe- 
cies disclosed in a working example of the 
parent application. 10 
[ 2 ] From this passage emerges the rule re- 
lied upon by appellant to the effect that the 
disclosure of a genus and a species of a 
subgenus is a sufficient description of the 
subgenus. We do not now feel that such a rule 
is consonant with either the letter or spirit of 
the description requirement of § 1 12. 

Precisely how close the description must 
come to comply with § 112 must be left to 
case-by-case development. However, the rule 
; extracted from Risse is much too broad. 
Whatever may be the viability of an inductive- 
deductive approach to arriving at a claimed 
subgenus, it cannot be said that such a 
subgenus is necessarily always implicitly de- 
scribed by a genus encompassing it and a spe- 
cies upon which it reads. Unfortunately, Risse 
has been interpreted as so saying, and to put 
the proposition to rest, we overrule Risse to 
the extent that it provides the aforementioned 
"rule" for the satisfaction of the description 
requirement of the first paragraph of § 1 1 2. 

[3 I Appellant apparently perceives an 
anomaly resulting from the failure to follow 
Risse when he contends that had he simply 
drawn his claims more broadly, he would have 
satisfied the requirements of § 112. However, 
even assuming that broader claims would have 
descriptive support, it does not follow that 
such claims would be otherwise' patentable. 
Section 112 itself imposes several conditions 
on the disclosure and claims, and the per- 
tinence of the three prerequisites to patent- 
ability of a given claimed invention— utility, 
novelty and nonobviousness — may well de- 
pend upon its breadth. We see nothing inher- 
ently wrong with a particular principle of 
patentability which under certain circum- 
stances operates to defeat the patentability of a 
narrow, but not a broader, claim, and, ordi- 
narily, the mere fact that under such a princi- 
ple a broader claim would pass muster is not a 

i patentable. 11 We will n 



|» 54 CCPA at 1 500, 378 F.2ci at 952, 154 USPQ 
But see In re Sti ker >8 ( CPA 797, 435 F.2d 
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tempt to anticipate the patentability of claims 
different in scope from those on appeal as a 
step antecedent to deciding a particular issue 
as applied to the particular claims before us. 

Without the Risse doctrine, appellant has 
no basis on which the disclosure in the 1947 
application may be treated as a description of 
the subject matter now claimed. The situation 
resembles that in Ahlbrecht wherein the 
subgenus sought to be patented was actually 
an extension of the only subgenus specifically 
described in the prior application. In 
Ahlbrecht, we held that the parent disclosure 
of fluorinated esters having "m" number of 
CH2 groups, wherein "m" was disclosed as 
an integer from 3 to 12, was not a legally suf- 
ficient description of subsequently claimed es- 
ters wherein "m" was an integer from 2 to 12. 
1 1 < ei; aeeep ; the thrust of appcl 
contention to the effect that the subgenus of 
pigment coating compounds now claimed en- 
compasses compounds that were disclosed in 
the 1947 application, we nevertheless find 
ursci 1 n igreement with the board and the 

it or that the claim I i 

compounds with at least 8 carbon atoms was 
not adequately described in the earlier appli- 
cation which disclosed compounds with at 

Since the 194" application does not describe 
the claimed subject matter in the contempla- 
tion of §112, first paragraph, appellant is not 
entitled to the § 120 benefit of the filing date of 
that earlier application. Accordingly, Iliff 
stands as a § 102 (b) statutory bar available 
for consideration along with other prior art in 
the determination of obviousness under 35 
U.S.C. 103, and appellant may not, by Rule 
131 affidavit, -— 1 



[I. 



concerned with oil base paints whereas Iliff 
involves water base paints. The essence of the 
argument would appear to be that the two 

dinary skill in' the art would not extract from 
Baldwin a teaching applicable to water emul- 

The solicitor stresses that Iliff recognized 
the problem of low gloss value in emulsion 
paints, its source in the tendency of pigments 
to migrate from the oil to the water phase, and 
the conceptual solution of coating the pigment 
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prises applying an inorganic coating, and 
concludes thai there is ample suggestion to 
employ the Baldwin coating which is taught to 
yield glossier paints. 

We agree with the conclusion of the board 
and the solicitor's reasoning. In Iliff, we find a 
recognition of the problem faced by appellant 
and its general soli in llifl -ppreuated that 
treatments other than coating with an inor- 
ganic material would be suitable. Baldwin 
discloses such an alternative treatment, and we 
believe that given the direction provided in Il- 
iff, one of ordinary skill in the art would be led 
to employ Baldwin's toaiimy in lieu uf Miffs. 
\s taught h; hot II md Baldwii the use of 
such coated pigments would yield glossier 
paints, the result contemplated by appellant. 

We affirm the rejection of composition 
claims 1 and 2 under 35 U.S.C. 103. 

III. Obviousness of the Method 
The board regarded the sole difference be- 
tween Cassel and the pr esently claimed proc- 
ess to be the pigment-coating step. Having 
concluded that coating a pigment with the or- 
ganic compound claimed would have been 
obvious from Iliff and Baldwin,' the board 
considered the claimed method obvious. Ap- 
pellant argued before the board that the affi- 
davit of Willis demonstrated that the results of 
the claimed process are superior to those 
achieved by Cassel. Specifically, affiant com- 
pared the gloss of a coating of an emulsion 
prepared by the method described in example 
3 of the Cassel patent to that of a coating of an 
emulsion prepared by the claimed process and 
found the former to be much poorer. The 
board did not regard the Willis affidavit to be 
persuasive of nonobviousness saying: 

Appellant refers to the Willis affidavit 
filed October 23, 1967, in which Example 3 
of Cassel * * * was duplicated and allegedly 
did not produce appellant's result of a glos- 
sy coat. However, it appears from the affi- 
1 that the ( 1 lid | 

oil-continuous emulsion prepared by flush- 
ing an aqueous pigment dispersion into an 
oil vehicle; i.e., except for the speeifu pig- 
mi iit-coaiiiig step, i I v hi )anip 
uiative steps of claim 12. 
Before this court, appellant notes that his 
specification states that "fijnitially to disperse 
a pigment in watei that one desires to 'be dis- 
persed in oil is a novel concept which would 
not be done deliberately to bring a pigment 
into ail oil phase.' 1 and urges that Cassel fail 5 
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emulsion by inverting an 
mlsion prepared by flush- 
'igment dispersion into an 
xcept for the specific pig- 
:, Cassel shows the manip- 
dm 12. 

, appellant notes that his 
hat "[ijnitially to disperse 
that one desires to be dis- 
ovel concept which would 
-atety to bring a pigment 
md' urges that Cassel fails 
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coated pigment such as Baldwin's would use 
the Cassel method expecting that because of its 
increased affinity for oil and decreased affinity 
for water, the coated pigment would ultimate- 
ly end up in the oil phase. 

We think the Patent Office has made out a 
strong prima facie case of obviousness of the 
claimed method. It appears that in terms of a 
sequence of manipulative steps, Cassel dis- 
closes the method herein claimed. Although 
Cassel utilizes an untreated pigment, we agree 
that the substitution of the coated pigment 
taught by Iliff and Baldwin therefor would be 
prima facie obvious. 

The Willis affidavit does not provide a per- 
suasive rebuttal of the prima facie case. While 
appellant interprets the affidavit showing as 
proof that Cassel's method fails to yield a 
glossy emulsion, the comparison would appear 
to turn on the difference in the pigments em- 
ployed, It is expected from the disclosures in 
lliff and Baldwin that a coated pigment will 
produce a glossy emulsion whereas an un- 
treated pigment will not. In short, the proven 
distinction between the Cassel disclosure and 
the claimed method is only the expected one, 



and a 



t pers 



. V\e accordi J, ffirm the rejection 
of claims 12 through 18, 20 and 21 . 

The decision of the board sustaining the re- 
jection of all the claims here on appeal is a/- ' 
firmed. 



Court of Customs and Patent Appeals 

In re Brown and Saffer 
No. 8621 Decided May 18, 1972 

PATENTS 

1. Court of Customs and Patent Appeals 

— Briefs (§28.05) 

Court does not consider specific references 
cited in solicitor's brief since these references 
were not relied on in rejection at bar. 

2. Claims — Article defined by process 

of manufacture (§20.15) 

Patentability — Subject matter for 
patent monopoly — Process, prod- 
uct and apparatus (§51.613) 

in order to be patentable, product must be 



68; 

this latter type of claim, called a product-by' 
process claim, does not inherently conflict 
with second paragraph of 35 U.S.C. 112; 
that method of claiming is acceptable so long 
as claims particularly point out and distinct- 
ly claim product or genus of products foi 
which protection is sought and satisfy othei 
requirements of statute; however, lack of 
physical description in product-by-process 
claim makes determination of patentability 
more difficult, since it is patentability of 
product claimed and not of recited process 
steps which must be established; therefore, 
when prior art discloses a product which 
reasonably appears to be identical with or 
only slightly different than product claimed 
in product-bv-process claim, a rejection 
based on sections 102 or 103 is fair; Patent 
Office is not equipped to manufacture prod- 
ucts by myriad of processes put before it and 
then obtain prior art products and make 
physical comparisons therewith. 

Particular patents — Catalyst 

Brown and Saffer, Ethylene Oxidation 
Catalyst, claims 7 to 14 of application al- 
lowed; claims 15 to 19 refused. 

Appeal from Board of Appeals of the Patent 
Office. 

Application for patent of David Brown and 
Alfred Saffer, Serial No. 612,731, filed Jan. 
30, 1967; Patent Office Group 1 13. From de- 
cision rejecting claims 7 to 19, applicants ap- 
peal. Affirmed as to claims 15 to 19; reversed 
as to claims 7 to 14. 

William C. Lonc and David Dick, both of 

New York, N. Y., for appellants. 
S. Wm. Cochran (Fred W. Sherling of 

counsel) for Commissioner of Patents. 
Before Rich, Almond, Baldwin, and Lane, 

Associate Judges, and Rao, judge, United 

States Customs Court, sitting by designa- 



Baldwin, Judge. 

This appeal is from the decision of the Pat- 
I ent Office Board of Appeals affirming the 
examiner's rejection of claims 7-19 in appel- 
lant's application.' No claims have been al- 
lowed. 

The Invention 

The invention relates to catalysts for vapor 
phase partial oxidation of ethylene to ethylene 
oxide. Claims 7 and 1 5, the only independent 
claims in the case, read as follows: 



U.8USPQ 

i, Almond, Baldwin, and 
ociate Judges, and Newman, 
litcd States Customs Court, 
:signation. 

udge. 

il is from the decision of the 
Hoard of Appeals affirming the 
jectio'n of claims 1-8 and 1 2-! 5' 
i.C, 103 as obvious in view o! 

ion relates to a three-compn- 
•ilucl, perhaps best described hs 
hot dog coated with a batter 
tuffing comprises such comes- 
:'se, sauerkraut, peanut butter, 
;1 or semi-solid food material. 

the specification, a layer of 
-hamburger or sausage meat, 
— completely surrounds the 
manner to contain and prevent 

portions of the inner stuffing 
iquid. After the outer surface of 
.eat layer is covered with a hat- 
the product is deep fat fried. 

A product comprising: 

.1 compo i i i iving a sub- 

^lindrica! shape, 

d food component consisting 
of comminuted meat surround- 
■st component in a layer of sub- 
niform thickness, and 
ntially uniform coating derived 
ier and having a thickness of an 
nagnitude of one eighth inch 

id second food component, 
1 product being substantially in 
:>f s hot dogbane! having dimen- 

iiie dimensions id ,\ hoi 'log. 



reversible error in that determina- 



May 



1,492,603 

1,591,945 July 6, 1926 
1,706,491 Mar. 26, 1929 
2,822,571 Feb. 11,1958 
in patent 127,632 April 30, 

peeification 786,217 Nov. 13, 

closes a three-component food 
hie for deep fat frying compris- 
or sausage entirely surrounded 
oating, which in turn is coated 
:r layer of precooked potatoes, 
loses a hollow frankfurter with 

in appli 



The view we take renders il 
to consider the other grounds ol rrjecLOi. 
advanced below. The decision is „/f;<w*-/. 



choice. For 
as unpatent- 



f J'* 



with 



loth.e: 



suiting product with a batter prioi mi ucc F 
fat frying, all as suggested by the remaining 
references. 

The board, while preferring the rejection 
empluvmv- die Johnson, [eekins and Austra- 
lian references, agreed with the examiner s 
other stated grounds of rejection, and af- 
firmed. 

Appellant's principal argument here is 
that there is no factual basis to support an 
allegation that Johnson suggests surrounding 
a stuffing component with comminuted meat. 
I i t in t hi i u I i n ' i t ). 1 i s n 
does not explicitly disclose entirely surround- 
ing his stuffing component with comminuted 
meat, but contents himself with enclosing 
merelv the sides of the cylindrical tube of 
stuffing, leaving the ends open. The exam- 
iner recognized as much, and turned to the 
Matson, 'Sawkins, Jenkins or Australian ref- 
erences for evidence that those of ordinary 
skill in the art would as a matter of course 
mplctely 
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PATENTS 

1. interference — Reduction to practice 

— Constructive reduction (§41.755) 

Specification — Sufficiency of disclo- 
sure (§62.7) 

35 U.S.C. 120 specifies only that previ- 
ously filed application must disclose inven- 
tion "in the manner provided by first para- 
graph of section 112"; .there is no require- 
ment under section 120 that invention 
him 1 1 i 1 11 

i ]( , 1 , oli i u i 1 d i he inven- 
tion in earlier application. 

2. Specification — Sufficiency of disclo- 

sure (§62.7) 



Ahlbrs 

(it applies 



■Such a matter of common knowlcase is atso 
..veil ilhisnaietl ir, the following recipe taker, trom 
Woman's 1) f 11 t < o book, ruuc . 
Pul.h. nous lii i, i , r n t ' i n 

right )Wl, second Printing June 1963, page r>0: 
Chicken Kiev 
Thin chicken cutlets are wrapped around 
cubes of butter, then fried. . 



butter; Ibid so.uioiv so butter cannot es 
, luring lo.ikin:.. .occuro v.nta. naohpira,.^ 

vvon'o^rcili u.aum o' • r.iivrljs Fry in hot 
shao-nmc, i":ho ; '-a' a ii'vma I licrmor nao.vi 
. it, I h i a oh pa: . ' »>ki( sheet it 

,-, 1 1 I . : llllilK Makes ': I 1 llli,. 



Appeal from Board of Appeals of the Pat- 
ent Office. 

Application for patent of Arthur H. Ahl- 
brecht, Serial No. 520,087. filed Jan. 12, 
1966; Patent Office Group 120. From deci- 



Harold J. Kinney and Cruzan Alexan- 
der, both of St. Paul, Minn., and Walter 
N. Kirn, Washington, D. C, for ap- 
pellant. 

S. Wm- Cochran (Fred W. Sherlino of 
mnsel i i ( , in, i „ p nt 

Before Rich, Almond, Baldwin, and 
Lane, Associate judges, and Newman, 
.' ' ' 1 " i (...is:i)[iii ( ourt 

Almond, judge. 

This is an appeal from the decision of the 
Patent Office Board of Appeals, adhered to 
on reconsideration, refusing to accord claim 
; in appellant's application' the benefil of 
an earlier filing date under 35 U.S.C. 120 
and sustaining the rejection of that claim 
under 35 L'.S.C. 102 as anticipated by the 
intervening patents to Langerak et al. J 
and Fasick elai. 3 Claims 2-6 in the applica- 
tion stand allowed. We affirm. 

The Invention 

The esters of the claim in issue may be 
represented by the formula: 

R f -(CH 2 )„, -0-CO-C(R)=CH 2 
wherein R is a member of the group consisting 

perfluoroalk^ra^^ car- 
bon atoms, and m is an integer from 2-12. 
Among several available methods, these 
acrylates may be prepared from w-perfluoro- 
alkyt-stibstituted alkanols or the formula, 

R f (CH 2 ) m OH 
in which R f is the perfluoroalky] group, 
h> reacting the alk.moi with acrylii or"meih- 
acryJic acid of the formula, 



acrylic acid. 

Claim 7, the only one on ap 

claims the esters s>roduccd hv 

It reads: 

7 . A perfluoroalkvl-alkyl 
acrylic or methacrylnte 
perfiWoalkyl-substhuted 



■id ■ 



radical has ir 



and it 



n 3 to 12 
the r 



i the pt 
carbon ; 



:ed 

1,1 ' or i f! I 1 t i in, r its to produrr 
polymers by homopolymerization or by co- 
polymerization with other vinyl monomers, 
and because of the perfluoroalky i terminal 
group repeated along the polymer chain, 
when fibers of fabrics or textiles are coated 
with these polymers, oil and water resistance 
is imparled to the libers. It is also stated thai 
the polymers of the esters o! this invention air 
usefii! m sheet form for such things as gaskets 



in which K 

'Serial No. 520,087 filed January 12, 1966 for 
"Fluorinated Esters." 

2 Patent No, 3,248,260 issued April 26, 1966, 
on it i pli tl i,| I t ?.,-.. 1 ' hi in 

c! r , ! ' s ,; - I " '■; irif.ii--. i 

hlr.a May 2. I960. 

J Patent No. 3,282,905 issued November 1, 



Background 

The examiner rejected claim 7 under 35 
U.S.C. 102 as fully met by either Langerak 
et al. or Fasick et ai., and appellant does not 
question the rejection of claim 7 over the ref- 
erences v, the present application is not ac- 
corded the benefit of the filing date or appli- 
cation serial No. 677,229, filed August 9, 
1957. Therefore, a detailed analysis of the 
references is not necessary. 

The present application is derived from 
two chains of previously filed copending ap- 
plications, both of which start with serial No 
677,229. Appclla contend I hat he is en- 
titled to rely under 35 U.S.C. 120 on this 
parent application lor an effective filing date 
ol August ')._ 1957, which date is sufficient to 
remove the references of record. The exam- 
iner took the position that serial No, 677,229 
is inadequate io overcome the cited references 
because the invention described therein does 
not include esters having two methylene 
groups (i.e., where m in the formula is 2), 
but rather the description is confined to esters 
wherein m is 3-12. 

[ 1 ] At this point, we note that a similar 
i i< ' s lL ,p r |i, ,,, J,, u Btovvfi 

167 USPQ 684, Patent Appeal No. . 8360, 
decided November 25, |9?0. There we 
pointed out that 35 U.S.C. 120 specifies 
only that the previously filed application must 
disclose the invention "in the manner pro- 
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, the only one on appeal, broadly 
esters produced by ibis process. 

perfluoroalkyi-alkyl acrylate of 
)f metharryiatc acid and an u- 
lalkyl-substituted alkanol having 
• than V2 methylene groups per 

and in which the pcrff. loroalkvi 
as from 3 to 12 carbon alums. 
:ed that the resulting unsaturated 
re useful as monomers to produce 
■y homopolymerization or by co- 
tion with other vinyl monomers, 
ie of the perfluoroalkyl terminal 
sited along the polymer chain, 
5 of fabrics or textiles- aiv roaieri 
polymers, oil and water resistance 

to the fibers. It is also stated that 
•s of the esters of this 



•l form for such tilings as ga.skcis 
rs, and show good r 



Background 

icr rejected claim 7 under 35 
fully met by either Langtrak 
; et al., and appellant does not 
jection of claim 7 over the ref- 
present application is not ac- 
efit of the filing date of appli- 
Vo. 677,229, riled August 9, 
re, a detailed analysis of the 



applia 



y filed c 



derived from 



aellat 



mends that he is en- 
y under 35 U.S.C. 120 on this 
ication for an effective filing date 
, 1957, which date is sufficient to 
references of record. The exam- 
e position that serial No. 677,229 
e to overcome the cited references 
invention described therein does 
esters having two mcihvlcne 
. where m in the formula is 2), 
te description is confined to esters 



>84, Patent Appeal No. 
limber 25, 1970. The 
that 35 U.S.C. 120 s] 
>reviously filed appai al in 



is support iti the parent application, the dis- 
closure of the original specification must be 
considered. 

The Parent Application 
The tenor of the disclosure in the parent 
application, as it relates to the issue on ap- 
peal, is indicated by the following statement 
taken from the initial paragraphs of the 
specification: 

This invention relates to fluorinated 
esters and more particularly to unsaturated 
aliphatic acid esters of <o-perfiuoroalkyl- 
substituted alkanols. 

The new polymeri/able monon 
esters of unsaturated aliphatic acids 
eluded within the scope of the invei 
can be represented bv the sfeueral formula: 
" R 
I 

R f -{CH 2 ) m -0-CO-C=CH 2 
wherein R is hydrogen or a methyl radical, 
R r is a perfluoroalkyl group having from 
3 lo 12 carbon atoms and m is an integer 
from 3 to 12. Also included within the 
scope of the invention are the polymers 
and copolymers of the above-described 
monomers. [Emphasis added.] 
The remainder of the disclosure is similarly 
ally perliuori- 
lain or bridge 
iene gnnip.% 



nated alcohols 

'tail' and the 
phasis added.] 
Three 



icrfiuoroalkyl 
* * V [Em- 



the 



rcflnon 

trials. Two 
) prepare 



il be used 



: Ik:: 



els wher 



d thus the 
two methylene groups. In regard 
method, it is disclosed in the orig 
cation thai: 

Other analogous addhiovi react 
liuoneiikanesiiUonyl halides to 
e.i i ill'. des ."din 
nig application of G. V. D. 
532,743, filed September 6, 1955, fol- 
lowed by reductive dehydrohalogenation, 
also lead to the intermediate perfluoro- 
alkyl alkanols of the present 



the third 



either by further saponification of the 
resulting esters or by reduction of the cor- 
i ii il dist dl- f erf a »ro Ik' ed 
aliphatic acids or esters thereof using, for 
example, lithium aluminum hydride. 
The illustrations of this method in the 
pre it -.iv ism sb ,i ilic pt « uction of al- 
kanols wherein m is 4 and 10. However, as 
appellant points out in bis brief, Tiers does 
disclose a starting material, vinyl ace'.aie, 
which when reacted with a perHuoroalkane- 
suifonyl chloride and reductively dehydro- 
halogenated and saponified, results in the 
subs .luted ' " "I R ( II J <>H "hah can 
be used to produce esters wherein m is 2. 

The Present Application 

There is no dispute that the present speci- 
fication supports the claim now on appeal as 
required by 35 U.S.C. 112. Appellant has al- 
tered the language of the specification to 
explicitly point out that esters having two 
methylenes are contemplated. For example. 



ted thai: 
The 



eparcd by esterifying the 
saturated alcohols with acrylic acid or 
methacrylic acid. These esters have the 
general formula; 

R f -(CH 2 ) 1T1 OCOC(R")=CH. 2 
wherein R f and m, are as previously de- 
fined herein (i.e. R f is a perfluoroalkyl 
group having from 3 to 12 carbon atoms 
and m is 2-12, rn being ordinarily 3-12) 
and R" is hydrogen or methyl. [Em- 
phasis added.] 

While claim 7 is expressed in terms of an 
ester produced from "an to-perfiuoroalkyl- 
substituted alkanol having not more than 12 
methylene groups per molecule," the exam- 
iner has agreed with appellant that the 
symbol omega implies that the alkanol has 
at least two'methylene groups per molecule. 
Thus, the claim is directed to esters wherein 
m is 2-12, as disclosed in the present speci- 
fication- 
Opinion 

The sole issue in the present appeal is 
whether the disclosure in the parent appli- 
cation complies with the first paragraph ol 35 
U.S.C. 112 for purposes of obtaining the 
benefit of the filing date of the parent appli- 
cation under 35 U.S.C- 120 so as to provide 
a basis for antedating ihe unquestionably 
anticipatory disclosures of Langerak et al. 
and Faskk et al. From our review of the com- 
plete disclosure of appellant's parent applica- 
tion, as outlined above, and a consideration of 
the cases cited and arguments advanced, we 
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agree with the Patent Office that the dis- regarded 
closure in the parent application is not 

SU 

[2| Paragraph 1 of $112 provides that 
"The specification shall contain a written 
description of the invention, and of the man- 
: and process of making and using it, in 



uch full, clear, 



and ( 



as to enable any person skilled in the ar 
which it pertains, or with which it is most 
nearly connected, to make and use the same 
* * *." This means that there must be both 
a written description in full, clear, concise, 
and exact terms, and that it enable any 



ri the a 



Delia 



the 



plirali. 
P' 



3 make and 
it's parent applica- 
ble copending ap- 



descri 



and exact n 
only esie, 
\vherein n 
Appell; 
in the pa 
relates pi 
alkyl-substiluied 



t applicati. 



s;a 



ndicat 
meiiaioij 



Wc a 



of an involved'" nTn 
esters all of which ar 
merely indicates the 
from the functional g 
be anything over 2. ! 
scribes only the class 
3-12. There 



ihos 
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nv en lion, but rather here 
is 2 were never described 
in explicit terms at all. 

Appellant's reliance on this tenia's decision 
in In rc Risse. 5«| CCPA 1495, 378 F :>d 
948, 154 USPQ 1, 5 (1967), is misplaced. 
In Risse, where the parent supported its 
i lims i -ul idem di 1 utc foi mi >ses >| 
obtaining the benefit of the lilimr date of the 
pan it tppii i ot u foi id ivhe e 

* * * the subgc.-ierif tlaiins of the con- 
tuiuauon-ui-parl applications (0 are com- 
pletely -within the scope of the parent rase 
generic disclosure and (2) read on at least 
one species disclosed in a working exam- 
ple of the parent application. 
As we have previously stated, the one 
method for which reference was made to the 
Tiers application may very well be sufficient 
to teach one skilled in the art how to make 
the claimed esters. Certainly the claims, inas- 
much as esters wherein m is 3-12 are also 
covered, read upon a species disclosed in a 
working example of the parent application. 
However, the first part of the Risse require- 
ment has not been met. The esters of claim 
7 on appeal are not completely within the 
scope of the parent case generic disclosure, 
Appellant's argument that a>-perfiuoroalkyl- 
substituied acryiate esters is the described 
genus and that those wherein m is 2-12 is the 
subgenus is untenable. As we have previously 
noted, the esters wherein m is 3-12 com- 
prise the only genus described in full, clear, 
concise, and exact terms as required by the 
statute. Some esters wherein m is 2-12 
dearly fall outside the class of esters described 
in the parent application. 
Therefore, we affirm the decision of the 



class of esiens describee 



and e: 



ts Ibat 



that the reference to oj-perflt 
tuted acryiate esters is only 
duoim.; the specific area of an involved: 

This is unlike the situation in Brower, su- 
pra, where there was an explicit description 
of the subsequently claimed process, but 
there were statements to the effect that the 
part of the disclosure in Question was not re- 
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Ex parte Palm 
Patent issued Dec. 29, 1970 
Opinions dated Oct. 22 and Dec. 22, 1969 
PATENTS 

1. Patentability — Aggregation or com- 
bination — Improving old element 
(§51.155) 
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ding Co. v. Dayeo Corp. 632 
Controls Corp., In re . . 506 
v. Speed Crete of La., 

555 

»ls Corp., In re 191 

metric Brake & Clutch Co., 

328 

a Mills Co., In re 633 

v. Independent Look Co. 630 
ntific Co. v. United Cali- 
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hoe Co. Inc. v. Newport 
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Chemicals Corp., In re, . 628 
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54 CCPA 1495 

Court of Customs and Patent Appeals 
In re Risse, HORlein, and Wirth; 
In re Horlein, Wirth, and Risse 
Appl. Nos. 7574, 7677 
Decided June 15, 1967 
PATENTS 

1. Specification — Sufficiency of dis- 

closure (§ 62.7) 
Subgeneric clai.m of continuation- 
in-part application is entitled to benefit 
of filing date of parent application 
where claim is completely within scope 
of parent application generic disclosure 
and reads on at least one species dis- 
closed in working example of parent 
application. 

2. Interference— Reduction to practice — 

In general G 11.751) 



Foreign inventors who made their 
inventions abroad are precluded by 35 
U.S.C. 104 from establishing their dates 
of invention by actual reduction to prac- 
tice and are restricted to their effec- 
tive filing dates for proving dates of 
invention by constructive reductions to 
practice. 

3. Patentability — Anticipation — Involv- 

ing interference <§ 51.213) 
There is no reasonable basis for con- 
tention that award or concession of 
priority necessarily makes complete dis- 
closure of winning party's application 
available as prior art, either by itself 
or i'n combination with other art, 
against losing party's application. 

4. Estoppel — Involving interference 

(§ 35.20) 

Patentability — Anticipation — In- 
volving interference (§51.213) 
Disclosures in application of winning 



interference party may be used against 
claims in losing party's application 
under separate principles of (1) inter- 
ference estoppel and (2) statutory 
prior art under 35 U.S.C. 102 (g) and 
103. 

5. Estoppel — Involving interference 
(§ 35.20) 

Under judicial doctrine of interfer- 
ence estoppel, not all disclosures of win- 
ning party's application can be used 
against losing party's claims, but only 
those disclosures which are clearly com- 
mon to both applications in interference. 

In- 

Patentability — Invention — In gen- 
eral (§ 51.501) 

Prior art under 35 U.S.C. 103 includes 
prior invention under section 102(g); at 
a minimum, prior invention under sec- 
tion 102(g) includes subject matter of 
interference counts, which may be used 
as evidence of prior art under section 
103; while section 102(g) includes sub- 
ject matter of counts, priority of inven- 
tion as to which wa ict illy ' t r- 
mined advcivrK to lo ing party, it I ies 
i t Inch at f. i< m n ibject matter out- 
side scope of interference counts, prior- 
ity of inven tor t hi i l > r it 
ter might have been determined in inter- 
ference proceeding. 



Patentability — Anticipation — In- 
volving interference (§ 51.213) 

1952 Patent Act did not resolve judi- 
cial conflict in relation to doctrine of in- 
terference estoppel; 35 U.S.C, 102(g) 
merely retains rules of law governing 
determination of priority of invention 



IjEAL BRIEF Serial No. 10/520,085 

2 



i n g interference 



8. Estoppel — I 
(§35.20) 

Pat( '-lability — Anticipation— Involv- 
ing interference (§ 51.213) 
Interference estoppel and prior art 
a , r<J : ; fi Parat ( 1 j L ,, utters which 

should not be confused; therefore 
' urns which - j '. J 

mane, for lack of disclosure, cannot be 
denied to loser on ground of interfer- 
ence estoppel, if they distinguish pat- 
T S y K fr< l m cmmts; distinction which 
should be borne m mind is that, with 
regard _ to interfere ch estoppel, losing 
I 1 t, i ) n - tenp ,1 t, 1 tir ,1 ! 
which read directly on disclosures of 
c . ct mal c, I, ,1 tr .mon to boll 
> rl I losing party's a, 

plications, Iju*- that, with regard to prior 
art (including ,rj in mtion), losing 
par y cannot obtain claims to subject 
1 eith r ],,, red nn(ier ' 35 
! w ' '('-'t .j rendered obvi, i andm 
section 103, by invention defined in in- 
terference counts. 

9. Estoppel — Involving interference 

(§ 35.20) 

Although priority of invention as to 
certain species was not determined in 

1 f /-f + n IP, 1 t T ,1 1T M l , , „ 

determined since species represents com- 
monly disclosed subject matter; thus, 
losing party is estopped to obtain claim 
reading directly on species, regardless 
' : ! nether p< ies is prior invention of 
yrownngr parly i o:l 
102(g). 

10. Estoppel^—. Involving interference 

Patentability — Anticipation — In- 
volving interference (§51.213) 
Fact that applicants (losing interfer- 
ence Party) are estopped by interfer- 
ence to claim patentable subject matter 
clearly common to both their applica- 
tion and that f wn-n e pntv does not 
necessarily make common disclosures of 
one subgenerie invention "prior art" 
under 35 TJ.S.C. 102(g) and 103 as to a 
different subgenerie invention even 
though both subgenerie inventions are 
embraced within generic concept dis- 
closed and claimed in applicants' appli- 
cation; therefore, Patent Office may not 
use commonly disclosed species as evi- 
dence of prior art unless and until that 
compound becomes available statutory 
prior art, as for example by issuance 
tion 0n wmning P art y'S applica- 

11. Patentability — Anticipation — Pat- 
^ — copending applications 
<§ 51.2219) 
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s of application's fil- 



tion is prior art 
ing date. 

12. Patentability — Anticipation — In- 

volving interference (§51.213) 
Interference count as to which appli- 
cants conceded priority of invention to 
opponent 1 i 1 1 , f t t n 

art under 35 TJ.S.C. 102(g) and 103. 

13. Patentability — Composition of mat- 

ter (§ 51.30) 
Claimed compounds which are three 

' ' tt' L 1 . ]x 1 tr , , 

pound do not d , h m n j , 

degree but differ in kind; there is no 
eyidencK thas si.s-h improvement woule 
l , 1 Ml' 1 1 m 

ski, 1 iii tne art. 

14. Patentability — Anticipation — In- 

volving interference (§51.213) 
In so far as In re Bicknell, 58 USPQ 
5a3 and In re Boileau, 78 USPQ 146, 
hold tnat all commonly disclosed sub- 
ject matter is prior art against losing 
1 uteri e. p. - pa , ns thev are 

eveiTulea: although all subject matter 
w , hica '? '•'f-'ariy common to applications 
ot wrnnrag ar.d losing parties may be 
u > purposes of p t , , ln 

pel_ rejection against losing party's 
claims, extent to which commonly dls- 
1 h itti m^l used a 
ll ' '. ^-h'eiice of -in. art under 
35 U.S.C. 103 1 ids whether com- 
- "'1-1 I waiter i " f on meets s t ■ 
tionlOg; this depends on facts of the 
particular a se ;i ] , Ies, e.g., that 
ad common!: hsc] i } [ect a U 0 
is prior art against losing party's 
claims, ace not to be blindly applied 'in 
particular cases in which facts may dif- 
' < brollin facts in precedents 
wherein such generalities are expressed. 
Particular patents — Derivatives 
.Risse, Horlein, and Wirth, Phenothia- 
zme Derivalu .1 1 ' 1 0- application 
allowed; claim 47 refused. 



Appeals from Board of Appeals of 
the Patent Office. 

Application for patent of Klaus Heinz 
Risse, Ulrieh Horlein. and Wolfgang 
Worth. Serial N'o. y>:h707. filed Ma.v 
1 ' P I it < 1 t 1 120 1 } ndc 
cision rejecting claims 44 and 47, appli- 
cants apneah Affirmed as to claim 47; 

' ' 1 to claim -4.1 
, Application for patent of Ulrieh Hor- 
lein, Wolfgang Wirth, and Klaus Heinz 
? Is ^ S £" iaI No " 608,170, filed Sept. 
o, 1956; Patent Office Group 120. Prom 
decision rejecting claim 9, applicants ap- 
peal. Appeal dismissed. 

Smith, Judge, concurring with opinion. 
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old Sprung, both of New York, N. Y., 
for appellants. 

JOSEPH SCHIMMEL (RAYMOND E. MAKTIN 

of counsel) for Commissioner of Pat- 
ents. 

Before Worley, Chief Judge, and Rich, 
Martin, Smith, and Almond, Associ- 
ate Judges. 

Almond, Judge. 

These are consolidated appeals from 
decisions of the Patent Office Board of 
Appeals affirming the rejections of 
claim 9 of appellants' parent application 
serial No. 608,170, filed September 5, 
1.956, and claims 44 and 47 of continu- 
ation-in-part application serial No. 26, 
707, filed May 4, 1960, both entitled 
• ' p h e > i o t h i a z i ne Derivatives 

The invention relates to novel aeyl 
phonoihiaxi.oes T.TPfi possess excellent 
ganglion-block lets, hypotensive, potenti- 
ating and spasmolytic activity and are 
ii _ j it i T useful as blood pressure 
reducing agents, sedatives, and anti- 



The reference 



relied upon are : 
al. 2,590,125 March 25, 



Claim 9 of the parent case is the 
broadest of the three claims on appeal 
and illustrates the structural formulae 
of the compounds : 

'. A compound having the formula 




in which R is a lower alkyl radical 
and Y is a lower alkylene radical. 
Appellants acknowledge in their brief 
that claim. 9 is directed to "substan- 
tially the E'sine invention as that claimed 
in claim 44" of the continuation-in-part 
case awl as-eoi-rlingly limit their argu- 
ments to claims 44 and 47 of the second 
application, relying upon the parent case 
only for support for the two latter 
elaimSj which read as follows : 

44, A 3-acyl-10-(N'-methyl-piper- 
azyl-N-lower alkylene ) -phenothiazine 
in which said acyl is a member se- 
lected from the group consisting of 
propicmyl and butyryl and said lower 
alkylene contains 2 to 3 carbon 



Robinson ( 
1952 

f jsic 2,65i il pi i her 1, 1953 
i , ■ 654 May 23, 1961 

- 'led -Ml" >1. 10561 

, ■, i i , 1 ~ i, ■ i. H 

1956 

i u i t t , 

party of Interference. No. 80,690 in 
«\o 1 i 1 11 >■ hi i 1" . too ntv in 
parent case serial No. 608,170). 
The effective reference dates of Sher- 
lock and the Belgian patent are subse- 
quent, to the September 5, 1056 filing 
date of appellants' parent case. Conse- 

11 x 1 + i t i- a \l ei'u i tiu 
two t-' situs of appellants' continuation- 
i -pare c are entitled un If r 35 U.S.C. 

12 i !.o l.n on .fit of til, filing date of 
their copending parent application, 
which in turn depends on whether the 
invention of claims 4 4 and 47 is suffi- 
c entlj disclose i ibed in the 
parent case in the manner required by 
35 U.S.C. 112, so as to enable an ordi- 
n u i j tilled pharmacei cal < hemist to 
make and use the claimed compounds. 

With regard to this first issue, the 
board stated: 

As the examiner explains, appel- 
lants are not entitled to the date of 
their application with respect to the 
claimed subject matter of the present 
application since the oai nt ppli a- 
tion describes only one compound f all- 
in C within the subgenus of claim 44 
and, although it contains broad, in- 
clusive terminology, provides no spe- 
cific disclosure of the subgenus of 
claim 44 or the compound of claim 47. 
We cannot see that In re Grimme 
et al., 47 CCPA 785, I960 CD. 123, 
754 O.G. 6, 274 P.2d 949, 124 USPQ 
499, which appellants invoke, aids 
their cause. With respect to claim 44 
the situation appears to be more 
nearly that of Wat ■ Bersworth 
(St al„ 102 U.S. App. D.C. 1.87, 1958 
CD. 46, 727 O.G. 14 G '.2d 98( 

11 USPQ 70: T i -1)1,1 et al., 4-4 
CCPA 854. 1957 CD. 234, 718 O.G. 
445, 242 F.lta 771. lit: USPQ 283, or 
in re Fried. 50 CCPA 054. 1063 CD. 
248, 793 O.G. 7, 312 F.2d 030, 136 
USPQ 429, since there is no definite 
support for the subgenus, * * * 
[Emphasis board's.] 
We disagree with the board on this 
issue. The parent application not only 
i t t" i - irkii exa iph for one 
compound within the subgenus of claim 
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ample 8, but also contains the following 
generic disclosure which is inclusive of 
the subgenus of claim 44: 

The novel phenothiazine derivatives 

m accordance with the inventi n ha 

the general formula 




in which Ac represents an acyl radical, 
such as a loiver, straig) • < ch 
chain alkyl acid radical having 1 , for 
example, between 2 and 4 carbon 
atoms, or an aryl acyl radical, as, for 
example, the benzoyl radical; X and 
Y represent hydrogen atoms or lower 
molecular weight monc-valent substit- 
uents, sueh as lower alkyl or alkoxy 
radicals or halogen atoms, as, for ex- 
ample, methyl radicals or chlorine 
atoms; A represents a lower straight 
or hi \m ed "'ii ilk >th u.f rad . / 
such as the methylene, ethylene or 
P opylent radical; Z is a lower di- 
il I x ah o radical or a U ) t loli 
radical, such as a piperidino-, pyr- 
rolidine-, morpholino- or pipera- 
f 1 H ■■ i 1 i 1 i b, 

substituted. [Emphasis ours.] 
The emphasized portions of the above 
generic disclosure correspond to the sub- 
genus of claim 44. The parent case also 
states that "t h e acyl radical is * * * 
preferably positioned at the 3-position" 
and that "when the X and Y represent 
h v hoi,f-n fhr horn < i 
course, unsubstituted." The parent case 
also includes 27 

among which are twelve directed to 3- 
propionyl phenothiazines within the 
generically disclosed invention, two di- 
rected to 3-butyryl compounds, eight in 
which the lower alkylene bridge (A or 
Y) is propylene (including five wherein 
the point of attachment to the terminal 
Z group is the 7-carbon and three for 
the ^-carbon), and five wherein the 
bridge between the 10- or N- position 
of the phenothiazine nucleus and the 
terminal Z group is ethylene. 

In view of the circumstances of this 
particular case, we believe our Grimme 
decision, wherein one working examnle 
and broad generic disclosure was held 
to be adequate support under 35 U.S.C. 



112 for a claim to a subgenus not ex- 
pressly and specifically disclosed as 
such, is more apposite than the cases 
cited by the board and is properly ap- 
plicable here. We recognize that the ex- 
aminer had indicated in the Grimme 
case that a generic claim to all the 
compounds would have been allowable 
in the parent case, if it had been pre- 
sented, while such is not the case here. 
On the other hand, such a generic claim 
had not actually been allowed in 
Grimme's parent application and the 
subgeneric claim which we held to be 
properly supported read on consider- 
ably more species * than claim 44 here, 
which the solicitor views as inclusive 
of m ? nly 18 specific acylphenothiazines. 

The three cases cited by the ' board 
may readily be distinguished. Watson 
v. Bersworth, 251 F.2d 898, 116 USPQ 

79, represents a two to two split among 
judges of the District of Columbia 
courts on the issue of the sufficiency 
of generic disclosure in a parent applica- 
tion _ to support subgeneric claims in a 
continuation-in-part application. Two 
of the three opinions in the ease, those 
?L™ trial J ' ud S e > 159 F-Supp. 12, 116 
USPQ 87, and the dissenting circuit 
judge, 251 F.2d at 901, 116 USPQ at 

80, disagree with the position of the 
Patent Office. Furthermore, the facts of 
the case as set forth in the dissenting 
circuit judge's opinion, the only one cit- 
ing section 120, are quite different from 
those of the eases on appeal here, in 
that not one of the species embraced 
within the two *u%enerk claims was 
specmcaliy disclosed in the first f par- 
ent) case. Th- first I ecifsc disclosure 

;ucl ubject n itter was in an inter- 
mediate continu ' r in part applica- 
tion^ identified as Case B in the dis- 

The Fried decision cited by the board 
is similar to Watson v, Bersworth in 
that the parent case likewise did not 
specifically disclose a single compound 
within the scope of the claimed sub- 
genus. In this respect, the court said: 
* * * it is clear, as pointed out 
by the examiner, that there is no 
disclosure of a specific method of 
preparation of the specific compounds 
claimed here and, as pointed out by 

iThe two variables in Grimme's sub- 

tl 1 1 1 „ |j trre clef meet 

as follows: "R- is a radical conta ning not 
in excess of 10 carbon atoms and selected 
irom the group consisting of hydrogen, 
alkyl, and pbenylalkyl radicals; and A is 
a saturated aliphatic hydrocarbon radical 
having 2 to 5 carbon atoms." 47 CCPA at 
788, 274 F.M at 950, 124 USPQ at 500. 
2 251. P.2d at 906, 116 USPQ at 85. 
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this respect, the court said: 
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re of a specific method of 
tion of the specific compounds 
here and, as pointed out by 

jo variables in Grimme's sub- 
jim 1 on appeal were defined 
"R, is a radical containing not 
if 10 carbon atoms and selected 
group consisting of hydrogen, 
phenylalkyl radicals; and A is 
d aliphatic hydrocarbon radical 
o 5 carbon atoms." 47 CCPA at 
3d at 950, 124 USPQ at 500. 
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the Board of Appeals, that there is no 
disclosure of a specific working ex 
ample for preparing one compound 
here claimed. 3 

m The critical distinction is that in 
the Fried and Watson v. Bersworth 
cases, each of the applicants was at- 
tempting to claim a subgenus not 
specifically t h in the par- 

ent case, which contained only generic 
disclosure but no description of a single 
species within the scope of the later 
claimed subgenus. It is ditficult to ar- 
rive at such a subgenus by a purely 
deductive approach, selecting appro- 
priate variables from the generic dis- 
closure.* On the other hand, one may 
more easily reach such a subgenus by 
proceeding toward it from two opposite 
directions, i.e., by an inductive ap- 
proach from a specifically disclosed 
species within the subgenus, as well as 
the deductive approach from the generic 
disclosure. The latter situation is repre- 
sented by the facts of this case as well 
as Grimme. In both cases the subgeneric 
claims of the continuation-in-part appli- 
cations (1) are completely within the 
scope of the parent case generic disclos- 
ure and (2) read on at least one species 
disclosed in a working examph 
parent application. 



; of the 



butyryl - 10- (N' - methyl-piper azyl-N- 
lower alkylene) phenothiazines of sub- 
generic claim 44. 

Consequently, we reverse the board s 
decision as to sufficiency of supporting 
disclosure in apwllants' parent case for 
claim 44. and hold thai the subgeneric 
claim is' entitled under 35 U.S.C. 120 
to the benefit of the filing date of the 
parent application, which overcomes the 
rejection of claim 44 based on the Sher- 
lock and Belgian patents. 

\.th. •! bgp-x 'claim tre:d >n 
n n nd which is specifically de- 
scribed' in & working example of appel- 
lants' parent case, the same cannot be 
said for claim 47. The latter claim de- 
fines one particular compound which is 
not disclosed in either the illustrative 
examples or anywhere else in the parent 
application. We therefore hold that 
claim 47 is not entitled to the benefit 
of the filing date of the parent case. See 
In re Honn, 53 CCPA 1469, 364 F.2d 
454, 150 USPQ 652. Thus, the interven- 
ing Sherlock and Belgian references have 
not been overcome, and we affirm the 
prior art rejection of species claim 47 m 
view of these patents. 

The second issue involves the availa- 
bility as a "prior art" reference of the 
application of Schmitt, the winning 
party of interference No. !~~ 



, which 



"ln"the Shokal case cited by the board J ' j appeTlante'"pa7ent"ipplica- 

we accepted. an -Aallenged^tatement also "volve^app^^^ fye__b«rd_ 



by the exan in r th th cl nmed genus 
read on literally thousands of species. 
Also, the appealed claims contained a 
negative limitation "free of other ele- 
ments than carbon, hydrogen and oxy- 
gen," which was not supported by the 
disclosure in appellants parent c.v» In 
ippcaled claims here recite 
i nt'ons; and subgen- 
eric claim 44 reads on at most 18 species, 
including the compound of example 8 of 
the parent case and seventeen other 
structurally obvious position isomers 
and next adjacent higher homologies 
thereof. Under the circumstances of this 
ease, we regard the numerous working 
examples in appellants' parent ease ex- 
pressly disclosing 3-propionyl- and 3- 
butyryl-lO-(diaikylamino-alkyl) _ pheno- 
thiazines as implicit supporting dis- 
closure, when taken in combination with 
example 8, for the corresponding, prima 
facie equivalent 8 3-propionyl- and 3- 

~7io CCPA at 963, 312 F2d at 036, 136 
USPQ at 435. . 

4 cf. our treatment of species claim 47, 
infra. 

5 The board held that: 

* * * the Cusic and Robinson et al. 
r. a t. P nfe remonstrate that in the pheno- 



firmed the examiner's rejection of claims 
44 and 47 as unpatentable over the 

, -.,111 ( i 

p.-nd Robinson et al. We stress the word 
'.jo, iliuii" hecnute the recoil "■lore 
ik permits us to conclude only that 
Sehmitt's application is still pending _ in 
l.bp i - iffi There i >o mdieal m 
cither that tl | i 1 hs bee une 
abandoned or that a patent has been 
granted thereon. 

The Patent Office's position as to the 
l ,ji a j utv of Sehmi) i plication as a 
reference is best summarized in the solic- 
itor's brief as follows: 

Now that the interference is ter- 
minated in Sehmitt's favor, and his 
complete disclosure is available prior 
art against appellants' claims, all parts 
of his disclosure stand on the same 
footing. 

The manifest fallacy of this position, 
asserted also in Manual of Patent Ex- 
amining Procedure se ction 1109.02, may 
consider the piperaaino radical an ap- 
propriate substituent [substitute] for the 
terminal dialkylamino radical with _ a 
t onat but nt ibsol itely certain, 
assurance that the substitution will re- 
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be demonstrated by reference to the Cusic 
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< m infer it Hi adverse r a uu 
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i aa« I his art-recognized equivalence 

ent application, wherein heterocyclic 
1 1 li 'i I ' i 11 1 'i i , a i a 

' J '.- l ' ; ''' '"'.iwril group Z in the 
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1 i i 



How 



a either 



oreign applie. 



1 i y well he, for all 
h a;Ow, I'l-at KrhmitLV. French applica- 
tion contained only one example, di- 
1111 i iu,'sof the count of the 
interference, and that, the remainine' dis- 
closure of Scrunitt's United. States ap- 
plication, which is cf record, was new 
m:i;:fei; direlo^od for Ike first "too,, " when 
m . r V' 1 ln ' country, in which 
'--vent Hdimitt's American application 
would-be entitled to the benefit of his 
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- precedes Schmitt's actual 
tes filing date of March 30, 
arly seven months. 
^u Th T? fen'^ance of the above is that 
j<ke Patent Ol rice tribunals are not. at 

< ' [>vi: ti h tctin ijpeila i 

claims as unpa lentoble over Lhe inter- 
torenea count, but rather are primarily 
rejecting them or unpatentable over a 
i nip ) ii i d In ,1 i , h] !r t h e 
i Jt "'" ' whki.J, common subject 
fiattei to both app itioi nan I 
propmnyl - 10- ( 7 -d m 
-phenothiazme, further in view of the 

r ~' - mi 1 « it in i«, 

inventors wrto waov- th»i* inventions 
a ii i b , h; r ( 

"" ' ■ ' - : i to ju 
tion by actuo . - p -actice, and 

would be t, stri ted a h u eld otive filbin 
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O, We see no reasonable basis for 
a contention ■ itat an award or conces- 
sion of prion ii : makes the 

U a to ,i> i-.if.i it 
' b| 'Id 'a i i,k i , , ut 

. * i+ i I ' in ci nbin ii a v j h 
Nil ae;ain „ 1 i C , 
plication. As noted above, f^,, ,1,, ' 
' s PPli< on m we!! b nri, . 
-'.|| n Sidnttittis Tini 
ripphcalooc, except tlie count of the ir- 
, , 111 o which a) i>e! i 

J 1 'n i pi We take note of the so!i- 
• - upoi 1 ; a 

11 1 ^ J 1 lj Tlsj i 

•> c \>- hiowever, m that case a patent had 
acuiaily issued on the winning party's 
application, so that the complete dis- 

eoj-uri^nf toe prUc-.f. wart in tart avali- 
1 S5 U.8.C. 102(e) and 
1 1 * > I ti n il i_ J Ue 4 cP 

• PA 1675, 348 F.2d 556, 
146 USPQ 384, 389. In the present case 
the record does not reveal that a patent 
has issued on the Schmitt application. 

Although the Gregg case holding 
, k — ! V jl ;;, ->PP-crt the Patent Office posi- 
ciat^the application eiBciosurea cf 
the winning party in an interference 
Proceeding i n p- art under 

35 L.S.C. 102(g) and 103 against the 
/ 1 u 1 , i I mi , vl > u=t adn.d 

'■"•at ikere are rjeeisions of ibis routs 
irom wmen that conclusion could be 
a a i For oxampie, thiti court h d in 
la i;e tbrknelk 30 OCPA 1250, 1253, 130 
P .2d 1016, 1018, 58 USPQ 553, 556, that 
* * as far as appellants are con- 
P tion of Joi-aensen and 
1 -aatp::^..b;0,tk Libe winning interference 
parties. ( arc prior arts' 

a , . p In ^ r a an. 'Jo < f'T'A 12 IS, 
168 F 2d 753_, 78 USPQ 146, a patent 
had already issued on the winning in- 
, ^ 1 l " " P e but the 

1 plication was noi 

early cnea.s;.a tor Lne complete disclosure 
of the patent to be available as a ref- 
erence under the nuke of Alexander Mil- 
burn Co. v. !>a is B. nonville Co., 270 
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board, the prima facie equivalency 
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ssarily makes the 
ze disclosure of the Winning 

- I I I lion ail 

by itself or in combination with 
i 1 i 

>n. As noted above, appellants' 

ppiieatii 'M prii i c 

ything in Schmitt's United States 
.tion, except the count of the in- 
nce, as to which appellants con- 
iriority. We take note of the soli- 
reliance upon In re Gregg, 44 
904, 244 F,2d 316, 113 USPQ 
3wever, in that case a patent had 
V issued on the winning party's 
tion, so that the complete dis- 
of the patent was in fact avail- 
ior art under 35 U.S.C. 102(e) and 
of the application filing date. See 
aub, 52 CCPA 1675, 34-8 F.2d 556, 
PQ 384, 389. In the present case, 
3rd does not reveal that a patent 
ued on the Schmitt application- 
>ugh the Gregg case holding 
t support the Patent Office posi- 
at^the application disclosures of 
lining 1 party in an interference 
mg are available prior art under 
.C. 102(g) and 103 against the 
party's claims, we must admit 
ere are decisions of this court 
phich that conclusion could be 
For example, this court held in 
ickneli, 30 CCPA 1250, 1253, 136 
10, 1018, 58 USPQ 553, 556, that 
as far i as _ appellants are con- 
thc applii i - of Jorg-enscn and 
Joeck [the winning interference 

in In re Boileau, 35 CCPA 1248, 
d 753, 78 USPQ 146, a patent 
eady tewed on the winning in- 
cc party's application, but the 
.ate of the application was not 
icugh for the complete disclosure 
patent to be available as a ref- 



patent to be a proper prior art reference 
as to all subject matter commonly dis- 
closed in both the patent and losing 
party Boileau's application, citing B ick- 
neli as authoritative precedent. Rivise 
and Caesar, in Interference Law and 
Practice, Vol. IV, p. 2922 (1948), cite 
Boileau as exemplary of eases "which 
hold in effect that the application of the 
winning party constitutes prior art 
against the losing party and may be 
combined with other prior art to antici- 
pate [render obvious] otherwise allow- 
able claims in the losing party's applica- 

Thus there is some support in this 
court's decisions, pr'or to enactment of 
the Patent Act of 1952, for the Patent 
Office position that, at least insofar as 
commonly disclosed subject matter _ is 
concerned, the wha-iug party's applica- 
tion is prior art under 35 U.S.C. 102(g) 
and 103 against the losing party's 
claims. Aside from the matter of case 
law support, however, we think the issue 
of whether the position is correct or 
not requires searching investigation. 

[4] Although the effect of section 
102(e) is not a factor to consider in this 
case, unlike Gregg, supra, the Schmitt 
application discio nr. nay till be used 
against appellants' claims under the 
separate principles of (1) interference 
estoppel and (2) statutory prior art 
under 35 U.S.C. 102(g) and 103. A good 
statement of the judicial doctrine of 
interference estoppel is found in the de- 
cision of this court in In re Yale, 52 
CCPA 1668, 1674, 347 P.2d 995, 1001, 
146 USPQ 400, 404, wherein reference is 
made to : 

* * * the well established principle 
of estoppel that an interference set- 
tles not only the rights of the parries 
under the issues or counts of the in- 
terference but also settles every ques- 
tion of the rights to any claim which 
might have been presented and deter- 
mined in the interference proceeding. 
[Cases cited.] * * * the doctrine of 
estoppel has been applied where a 
party has neglected or refused to eon- 
test priority of patentable subject 
matter which is clearly common to 
his application and the application of 
his opponent in interference [cases 
cited, emphasis in original] * * *. 
[5] Under the judicial doctrine of 
interference estoppel, it is clear that not 
all of the Schn i' •opli. ion disclosures 
?onld h. ishiI a , Insi appellants' claims. 
Only those disclosures whieh are clearly 



md ti e two a! la ms of ap- 

pellate iiUi lon-in oart applica- 

tion are strictly limited to such com- 
pounds, it should be evident that ap- 
pellants are not estopped to present 
1 t n t ilnl not ij 

any stretch of the imagination read 
on the application disclosures of Schmitt, 
their interference adversary. 

[6] Proceeding now to the matter of 
1 l.roi 1 1 u i n , thin! it is well 
settled that prior art under 35 U.S.C. 
108 includes pries invention under 35 
U.S.C. 102(g). See, e.g., In re Yale, 
s i . Se tan 102(g) e ds n pertinent 
ai is follows : 



(g) before the applicant's invention 
thereof the invention was made in this 
country by another who had not 
abandoned, suppressed, or concealed 

it * * *. 

At a minimum, prior invention under 
section 102(g) includes the subject mat- 
ter of the interference counts, which 
may be used as evidence of prior art 
under section 103. As this court stated 
in In re C ul , < 1 > 
P.2d 405, 409, 29 USPQ 137, 141: 

We therefore hold, in harmony 
with our decisions hereinbefore cited, 
that in order to warrant the allow- 
ance of the claims before us the claims 
must be inventively different from 
said interference counts; or, in other 
words, the specific details or limita- 
tions in the claims before us not found 
in said interference counts must, when 
combined with the structure em- 
braced in said counts, involve [pat- 
entable] invention over said counts. 
While it is clear that 35 U.S.C. 102 
(g) includes the subject matter of the 
interference counts, priority of invention 
as to which was actually determined 
adversely to the losing party, it is not 
clear whether or not section 102(g) 
includes the subject matter clearly com- 
mon to the applications of both inter- 
ference parties, but outside the scope 
of t ei ei counts, priority of 
invention as to which subject matter 
might have been determined in the in- 
terference proceeding. One thing is clear, 
however. If a 1 1 commonly disclosed sub- 
ject matter is treated as conclusive evi- 
dence of prior invention under section 
1, _' t i ih i i , mi lelween the 

judicial doctrine of interference estoppel 
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would automatically be regarded as 
available prior art under 35 U.S.C. 103 
against the losing party in an inter- 
ference. 

Upon review of prior decisions of this 
court, notably, Bicknell and Boileau, 
supra, we find that these two separate 
and distinct matters have often bean con- 
fusingly interrelated. This confusion has 
been judicially criticized by the Court 
of Appeals for the Distri. i 
Circuit in Ethyl Gasoline Corp. v. Coe 
139 F.2d 372, 373-4, 59 USPQ 455, 457 
(1943), which pointed out that "[t]he 
confusion, between an estoppel and the 
condition of the prior art, has been un- 
fortunate and misleading." 

. P J™£ t0 enactment of the Patent Act 
o± 1952, various commentators likewise 
recognized the existence of a judicial 
contact concerning the nature and scope 

1.-1 ? octrine of interference estoppel, 
which bears on the issue with which 
we are presently concerned, namely 
whether the commonly disclosed sub- 
ject matter, as to which a recognized 
estoppel exists, may be used as prior art 
under 36 U.S.C. 103 against the losing 
party's claims. McCrady, in his book 
Patent Office Practice, Se. and. Edit m 
1946, pp. 161-3, comments as follows : 



Because the doctrine of interference 
estoppel as applied by the Court of 
Customs and Patent Appeals and the 
[Patent] Office is not based upon 
•' un.'t provision of the statutes 
or upon any iey;;il doe-rtne recognized 
: » warts o < uris: die lion [i 
( i i irt Vppeal Df ] 

the scope of the doctrine, and the 
criteria by which its occurrence is 
recognized, have varied considerably 
as succeed! tr d «« . ere rendered. 
\ * A he doctm e is p f mliar to prac- 

e in the P it O-J , the Court of 
d 1 > ^-Ppo Is, and (in 

modified form) the courts of the 
District of Columbia; it has never 
been recognized by other courts. 

* * * decisions [of the Court of 
Appeals for the District of Colum- 
bia] have applied the interference 
estoppel doctrine in a more re 1 t 
form than have the Patent Office and 
[this court]. * * * 
* * * 

Conformably with the rule of bar by 
judgment, the District of Columbia 
courts hold that no interference estop- 
i < claim in a > 

Hon could not have been made counts 
f the exwtin, , Qi 

this point, the decisions of the Dis- 



flict with those of the Court of Cus- 
toms^and Patent Appeals. [Emphasis 

[7] When Congress enacted the Pat- 
ent Act of 1952, no resolution was made 
of this recognized judicial conflict in 
relation to the doctrine of interference 
estoppel. Paragraph (g) of 35 U.S.C. 102 
merely retains the rules of law govern- 
ing the determination of priority of in- 
vention developed by judicial and admin- 
istrative decisi i.= in j uiference pro- 
ceedings. Reviser's Note, 85 U.S.C.A. 102 
(g); Federico, • Commentary on the New 
Patent Act," 35 U.S.C.A. p. 19 (1954). 
Since Congress did not choose to re- 
solve the conflict by statute, this leaves 
the courts free to attempt harmoniza- 
tion of conflicting precedents, insofar as 
desired. We are persuaded to adopt the 
the more liberal view of the Court of 
Appeals for the District of Columbia 
[8] Circuit that interference estoppel 
and prior art are separate and distinct 
matters which should not be confused. 
The result is adoption of the following 
position stated by McCrady, supra, p. 



164: 

But claims which the winning party 
could not make, for lack of disclosure, 
cannot be denied to the loser on the 
ground of interference estoppel, if 
they ^distinguish patentably from the 

The distinctii n \ 1 ch i wuld be borne 
in mind is that, with regard to interfer- 
ence estoppel, the losing party is only 
estopped to obtain claims which read 
1 lj n ui It ures of subject mal- 
i l n to both the \ hit ng 
party's application and that of the los- 
ing party; but that, with regard to prior 

i i i iud i prior invention), t; 
ing patty c i 

ject matter which is either barred under 
< !02 I i , iened obvious 
under 35 U.S.C. 103, by the invention de- 
fined in the interference counts. 

[9] Applying these principles to the 
case at bar, we note that an interference 
estoppel exists as to the species of ex- 
ample 8 of the Sehmitt application, 3- 
propionyl - N-7-dimethylamino-propyl- 
phenothiazine, since this compound is 
also disclosed in examples 2, 18, and 
27 of appellants' parent application. Al- 
though priority of invention as to this 
species was not actually determined in 
the interference, priority might have 
been so determined, since it represents 
commonly disclosed subject matter. 
Thus appellants are estopped to obtain 
a claim which reads directly on this 
dimethylamino species, regardless of 
whether the compound is the prior in- 
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of 35 U.S.C. 102(g). See Dirkes v. 
Eitzen, 26 CCPA 1198, 103 F.2d 520, 41 
USPQ 546. 

Appellants recognize the applicability 
of the doctrine of interference estoppel 
to that compound. None of their ap- 
pealed claims, ■ Inch £ hmitt could not 
have made for lack of disclosure, reads 
on the compound of Scaailttfs example 
8, or any other phenothiazine deriva- 
tive disclosed by Schmitt for that mat- 
terA 

Although there might have been a de- 
termination as to priority of invention 
of the ahu^ ' i *he interfci- 

ence, there was in fact no such deter- 
mination, and the Patent Office, on this 
record, cannot use this compound, which 
is outside the scope of the specific in- 
terference count, as evidence of prior 
art under 35 U.S.C. 102(g) and 103. 

[1©] The imp tant thing which we 
stress here is that the mere fact that 
appellants are estopped by the interfer- 
ence to claim patentable subject matter 
which is clearly common to both their 
parent application and that of Schmitt, 
namely certain phenothiazine derivatives 
of the dialkylamino type, does not neces- 
sarily make such common disclosures of 
one subgeneric invention "prior art" 
under 35 U.S.C. 102(g) and 103 as to a 
different snbgon ric invention, namely 
the phenothiazine derivatives of the 
methylpiperazyi type which appellants 
now claim, even though both subgeneric 
inventions are embraced within the gen- 
eric concept disclosed and claimed in 
appellants' parent application. 

Under the circumstances, we think 
that the Patent Office may not properly 
use the dimethylamino species of ex- 
ample 8 of Schmitt as evidence of prior 
n >ainst "Hants' present claims, 
unless and until that compound becomes 
available statutory prior art, as for ex- 
El J] amp! b i uancc of a pat- 
ent on the Schmitt application, which 
would make this species prior art as of 
Schmitt's application film* date in this 
country. 35 U.S.C. 102(e), 103. 

[12] To the extent that the Patent 
Office secondarily relies on the species 
of the interference count, 3-acetyl-10- 
(7-dimethylaminopropyl) - phenothia- 
zine, priority of invention as to which 
was conceded to Schmitt by appellants 
we think the Wirth affidavit of record 



„„^M reiec- on sm< 11 the fa 

pealed] claims are readable on the * * * 
application [of the winning interference 
party] * * *." 



is adequate to establish patentability of 
the presently claimed phenothiazine de- 
rivatives of the methylpiperazyl type 
over this dimethylamino species, which 
if , mi sible evidence of prior art under 
35 U.S.C. 102(g) and 103. In re Yale, 
supra. Smith v. Watson, 218 F.2d 863, 
104 USPQ 160 (D.C. Cir. 1955). 

The board has expressed three ob- 
jections to this affidavit. One of these, 
that the properties compared were not 
disclosed in appellants' continuation-in- 
part application, is clearly erroneous 
and has been withdrawn by the solici- 
tor's brief. A second objection, that the 
"prior art" compound tested by appel- 
lants, the 3-acetyl species of the inter- 
ference count, is "obviously not the 
closest in structure to the compounds 
claimed," is not well taken since the 3- 
propionyl species commonly disclosed in 
both applications involved in the inter- 
ference is not legally "prior art" as to 
appellants' claims on the record of this 
case, for reasons discussed in detail 

a [13] The third objection to the Wirth 
affidavit, thai; the results differ only 
in degree but not in kind, is unfounded 
in our opinion. We disagree particu- 
larly with' the examiner's view that the 
results proving two of the claimed com- 
pounds to possess a circulatory regula- 
tion capacity at least three to five times 
better than that of the 3-acetyl com- 
pound defined by the interference count 
show a "difference of degree only." 
There is no evidence of record showing 
that such improvement would have been 
expected by one of ordinary skill in 
this art. The claimed compounds might 
have been three to five times worse 
than the prior art compound. Instead, 
thev are three to five times better. See 
Tn re Y\ isne < i I J 'Oil, 371 1< 2d 

877, 1 52 USPQ 552. 

[14] Insofar as the Bicknell and 
Boileau cas< l > > h 1 1 I 1 ' 
commonly It ubje.cl natter i 

"prior art" against the losing interfer- 
ence party's claims, those cases are ex- 
pressly overruled, as they are incon- 
sistent with the views expressed herein 
as to the entirely separate and distinct 
natures of the judicial doctrine of in- 
terference estoppel and the statutory 
prior art under 35 U.S.C. 103, the lat- 
ter including prior invention under 35 
U.S.C. 102(g). Although "all" subject 
matter which is clearly common to the 
applications of the winning and losing 
interference parties may be used for 
nurposes of an interference estoppel re- 
jection against the losing party's claims, 
the extent to which this commonly dis- 
closed subject matter may be used as 
available evidence of the "prior art" 
under section 103 depends on whether 
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subject matter relied on 
™ ee ^ or of the paragraphs of 

So U.S.C. 102. This, of course, will in 
turn depend on the facts and circum- 
stances of a particular case. General 
rules, e.g tl a ' ill" c unmonly di ,. Insed 
1 ' f t i i i tn i 'in , r art" ana r-st the 
losing party's claims, In re Boileau, 
supra, are to be neither trusted nor 
blindly applied in particular cases in 
which the facts may well differ ma- 
tei illy from the controlling facts in 

li . ill 1= i (id - , m h r Lll , 1 | 

are expressed. 

For the reasons stated above, the de- 
cision of the board in PA 7574 is re- 
versed as to subgeneric claim 44 and af- 
firmed as to species claim 47, and the 
appeal in PA 7677 is dismissed as moot. 

) the 



Martin, Judge, participated in the 
hearing of this case but died before a 
decision was reached. 

Smith, Judge, concurring. 

The record shows that the Board of 
Appeals here consisted of an exainir.er- 
in-chief and two acting c\ im ie n 
chief. Appellants do not challenge the 
legality of that board. For the reasons 
expressed in my dissenting opinion in 
In re Wieehert, 54 CCPA 957, F.2d 927, 
152 VSVQ 217, the decision of such a 
board in my view is a legal nullity. 
However, I must accept the majority's 
view on this issue in the Wieehert 
case, i.e., the legality of the board is not 
an issue here. I therefore participate in 
the merits of this appeal and in so 
doing, agree with the conclusion of the 
majority. 



54 CCPA 1466 

Court of Customs and Patent Appeals 
In re Kalm 
Appl. No. 7698 Decided June 15, 1967 
PATENTS 

1. Patentability — Anticipation — In 
general (§ 51.201) 
Rejection under 35 U.S.C. 102(e) for 
anticipation necessarily implies that in- 
vention sought to be patented is not 
new, i.e., that there are no differences 
between what is claimed and what is dis- 
closed in prior art. 
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2. Patentability— Anticipation — - In gen- 

eral (§ 51.201) S 

Patentability — Invention — In gen- 
eral (§ 51.501) 

Description in reference which is in- 
su Undent as a matter of law to render 

"-P ' or of matter obvious (35 
U.b.C 103) to one of ordinary skill fn 

in would i t i] b ii i 
to 'descnoe'' the composition as that 
term is used in section 102(e), a com- 
plete description being but the ultimate 
or epitome of obviousness. 

3. Patentability — Composition of matter 

(§ 51.30) 

Where reference patent imputes par- 
ticular characteristics to a read Ij j 
' n ai i i , 

minound o , mp .sili ro. a part soot- 
ing to claim same compound or composi- 
tion must prove that patent description 
was erroneous and that what the patent 
appears to expressly describe never ac- 
l.nally existed. 

4. Words and phrases (§ 70.) 

When one speaks of a "genus" in 
cnomical arts, one ordinarily speaks of a 
group of compounds closely related 
both in structure and properties. 

5. Patentability — Composition of mat- 

ter (§ 51.30) 

While it is not necessary that refer- 
1 ' v owe ) . erj p perty oi trio iU 
ot a comport matter to 1 j, 

a atie;. par.; on, applicant has found prop- 
erties for h - it nponnds which 
are totally im , i j 1 inconsistent 
with, not merely complementary or in 
addition to, those at 3 by patentee 

to his compounds; patentee does not 

d h Sx o ,p, ,o irhi'n -cope Of ap- 
plicant's claims. 



Kalm, 3,4-DialkyI - 2-Cycloalkylmor- 
pholmes and Cong , Krs , , l s ma 1 to 3 of 
application allowed. 



Application for patent of Max J. 
Kalm, Serial No. 803,847, filed Apr. 3, 
1959; Patent Office Group 120. From 
decision rejecting claims 1 to 3, ap- 
plicant appeals. Reversed. 
Helmuth A. Wbgneb, Chicago, 111., for 

appellant. 

Joseph Scbimmel (Jack E. Armors of 
counsel) for Commissioner of Patents. 
Before Wohley, Chief Judge, Rich, 
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Capon v. Eshhar 

U.S. Court of Appeals 
Federal Circuit 

Nos. 03-1480, -1481 
Decided August 12, 2005 

PATENTS 

[1] Patentability/Validity — Specification 
— Written description (§ 115:1103) 

Board of Patent Appeals and Interferences 
erred in holding that interference parties' 
specifications for claims directed to chimeric 
genes designed to enhance immune response 
do not satisfy written description requirement 
of 35 U.S.C. § 112, even though specifications 
do noi inchalc complete nucleotide sequences 
of claimed genes, since written description rc- 
ouiretnerii must be applied in context of par- 
must he recited atic when din info: mat sou is 
already known in art, since invention at issue 
lies not in discovering which DNA segments 
are related to immune response, but in novel 
combination of segments to achieve novel re- 
pared from known DNA sequences of known 
function, and since requirement that these se- 
quences be analyzed and reported in specifica- 
tions therefore does not add descriptive sub- 
stance. 

[2] Patentability/Validity — Specification 
-r Written description (§ 115.1103) 

Paieniabililv/Validity — Specification — 
Enablement (§ 115.1105) 

Patent construction — Claims — Broad 

in !ni i 1 i I cal t i ' it 

pends, among other factors, on existing 
knowledge in field, extent and content of prior 
art, maturity of science or technology, predict- 
ability of aspect at issue, and other consider- 
ations appropriate to claimed subject matter; 
in present case. Board of Patent Appeals and 
Interferences erred , in failing to address sup- 
port for each of parties* claims directed to chi- 
meric genes designed to enhance immune re- 
sponse, since parties presented general teach- 
ings as to how to select and recombine DNA, 



as well as speciti i t I t reduction of 
i cifi liimeri genes, since they used stan- 
dard systems of description and identification, 
as well as known procedures for selecting, 
isolating, and linking known DNA segments, 
since board's repeated observation that full 
scope of.ciainis appears to he "enabled" can 
not be reconciled with its objection that only 
"general plan" to combine unidentified DNA 
is presented, since whether inventors demon- 
strated sufficient generality to support scope 
of claims must be determined claim by claim, 
and since board's position that inventions al 
issue were merely "invitation to. experiment" 
did not distinguish among broad and narrow 
claims, and concerns enablement more than 
written description, ; . ■ 



Particular patents — Chemical — Chi- 
meric genes 

6,407,221, Capon, Weiss, Irving; Roberts, 
and Xsebo. chimeric chains for receptor- 
associated signal transduction pathways, can- 
cellation of claims corresponding to count in 
interference no. 103,887, for failure to saiisiy 
written description requirement, vacated" and 
remanded. 



Appeal from the U.S. Patent and Trademark 
Office, Board of Patent Appeals and Interfer- 

Patent interference proceeding ' (no. 
103,887) between Daniel J. Capon", Arthur 

Weiss. Brian \ , \1 i < . R. P hi it , and 

Krtsztina Zsebo (patent" no. 6,407,22 J V, and 
Zelig Eshhar. Daniel Schir.dler. Tova Waks. 
and Gideon Go 1 pph tioi serial no 08/ 
084,994), Both parties appeal from cancella- 
tion of claims corresponding to interference 
count on ground that neither party met written 
description requirement. Jon Hildas, in his ca- 
pacity as Director of the PTO, intervenes in 
support of the board. Vacated and remanded. 

Steven B. Kelber, of Piper RudnicV. Wash- 
ington, D.C., for appellants. 

Roger L. Bro.wdy, of Browdy and Neimark, 
Washington, for cross- appellants. 

Mary L. Kelly, associate solicitor, John M. 
Whealnn. solicitor, and Stephen Walsh, asso- 
ciate solicitor, U.S. Patent and Trademark Of- 
fice. Arlington, Va., for intervenor. 
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I as known >i c u lot selecting' 
i! imi 1 J Ji I in» ki o ii p\ > i , 
>ii.it d & tepeuu , ol e i n n ih 

ii cidsnis appe.n k I j -i th - | 

II icilci - itli iis hjeci a h t h \ 
al plan'' to comhit i i licemii eu j )f\ ', 
;nted; since whether inventors demon- 
sufficient generality to support scope 
ns must.be determined claim by claim, 
ce board's position that inventions at 
ere merely '-invitation to experiment" 
distinguish among, broad and narrow 
arid concerns enablement more than 
description. 

cular patents — Chemical — Chi 

,221, Capon, Weiss, Irving, Roberts, 
ebo. chimeric chains for receptor- 
ed signal transduction pathways, can- 
i of claims corresponding to conns in 
"ice no. 103,887, for failure to satisfy 
description requirement, vacated and 



Capon v. Eshhar 



\\ from the U.S. Patent and Trademark 
Soard of Patent Appeals and Interfer- 

' interference proceeding (no. 
• between Daniel J. Capon, Arthur 
rian A. Irving, Margo R. Roberts and 
i Zsebo i patent m:.. 6,407,221), and 
hhar, Daniel Schindler, Tova Waits, 
iOn Gross (application serial nVfJS/ 
. Both parties appeal from cancella- 
:laims corresponding to interference 
ground that neither pan y met written 
Jn requirement. Jon Dudas, in ca- 

Director of the PTO, intervenes in 
'f" the board. Vacated and remanded. 

B. Kejber, of Piper Rudnick, Wash- 

■C, for appellants. 

L, Browdy,.of Browdy and Neimark, 

cm, for cross-appellants. 

- Kelly, associate solicitor, John M. 

solicitor, and Stephen Walsh, asso- 
:itor, U.S. Patent and Trademark Of- 
igton, Va., for intervenor. 



Before Newman, Mayer," and Gajarsa, cir- 
cuit judges. 

Newman, J. 

Both of the parties to a patent interference 
proceeding have appealed, the decision of the 
Board of Patent Appeals and Interferences of 
the United States Patent and Trademark Of- 
fice, wherein the Board held that the specifi- 
cation of neither party met the written descrip- 
tion requirement of the patent statute. Capon 
v. Eshhar, Interf. No. 103,887 (Bd. Pat. App. 
& Interf: Mar. 26, 2003). The Board dissolved 
the interference and cancelled all of the claims 
of both parties corresponding to the interfer- 
ence count. With this ruling, the Board termi- 
nated the proceeding and did not reach the 
question of priority of invention. We conclude 
that the Board erred in its application of the 
law of written description. The decision is va- 
cated and the case is remanded to the Board 
for further proceedings. 

BACKGROUND 
Daniel J. Capon, Arthur Weiss, Brian A 
Irving, Margo R ; Roberis, and Krisztina Zsebo 



An interference is instituted after the 
patent applications have been exarmi 
found to contain patentable subject 
Capon's patents had been examined 

l d tx.n e II < i i| i i „ l v m 
and Eshhar's application, had been ex 
nr il at). 1 lj hi i j atenl ra.l m . ct v 
Dm r i i tic pt i ,lr 



Boa 



only pri 



itabilit 



— Zclig Eshhar, 
Schindler, Tova Waks, and Gideon 
(collectively "Eshhar") were the par- 
afi interference proceeding between Ca- 
United States Patent No. 6,407,221 
221 patent") entitled "Chimeric Chains 
ceptor-Associated Signal Transduction 
iys" and Eshhar's patent application 
08/084,994. ("the '994 appl 



L sc - ■ * 6(b). The question of 
'X e.itaKl a th e ah,, pjJflc ,, 

lal ; r| v '/" " rt 1" an an imi-l, un, j,n L nt 
judge during the preliminary proceedings, 
rhercal-cr the Board conducted an bitei par- 
' proceeding limited to ti is question, receiv- 
ing evidence and argument. The Board then 
111 1,1 1 it i il i rut l m- mat ha. i txen das 
ignated as corresponding to the count of the 
interference, v«., all of the claims of the Ca- 
pon 221 patent claims 5-8 of the Capon '046 
patent, and claims 17, 9-20, and 23 of the 
Eshhar '994 application. 

In accordance with the Administrative Pro. 
cedure Act. the law as interpreted and applied 
by the agency receives plenary review on ap- 
peal, and the aw nc< s factual findings are re- 
viewed to determine whether they were arbi- 
trary, capricious, or unsupported by substan- 
tial evidence m in Jinn t.jne record. See 
?, ^ ,f • § 7 °6(2); Dickinson v. Zurico, 527 
U.S. 150, 164-65 [50 USRQ2d 1930] (19.99)' 
In re Gartside, 203 P.3d 1305, 1315 153. 
USPQ2d 1769] (Fed. Cir. 2000). 



■uitlcd "Chi, 



ic Reci 



usus Transformed Therewith." Capon':, 
Patent No. 5,359,046 ("the '046 patent"), par- 
ent of (he '221 patent, was also included in the 
interference but was held expired for non- 
payment of a maintenance fee. The PTO in- 
cluded the 046 patent in its decision and in Us 
argument of this appeal. 1 



Genes and T}ie ^ nvent '- on 



. nitcilci 



adinini: 



A chimeric gene is an artificial gene fi 
combines segments of DNA in a way ti 
does not occur in. nature. The *22I patent a 
>9 ? 4 application are directed to the product! 
of chimeric genes designed to enhance the ii 
mune response by providing cells with si 
m i 1 m I c ilih v ,, - ,, nn t p j| 
penetrate dise is, l m, s , i , vlh(ni 



tachab 



The n 



h ■ ni - which ol competing applicants is 
tne first inventor of common subject matter. 

"Haldanc Robert Mayer vacated the position of 
1 J > ! . -an December 24, 2004. 

t , J,HL t! ' " 1 l.< M „ p lC lU, rJ 

:! ' 5 ;-' ; ' ,; "---M'i.'f-lli;hr. :>..;.M-, a,r-jjeaicd lilt" Board's 
r, " ' ' r " p ' i T hc Director of the 

1 1 < > = • -*d to support: the Board, ami ha, fully par- 
ticipated m this appea! V 



ties explain that their ...... , 

dowing immune cells with antibody-type 
specificity, by eomhimne known antiwi- 
''i dn oornai, p.idiKin_ I )\ \ . in d inoun 
SyrnphoL . k receptor pro: m produ ii e D\ A 
1 1 1 "" rn thit n NS , , m!Uin 

' 1 " ll " 1 t-i i i mi mo..! td the 
problem to which the invention i.s directed: 
Antigen-specific effector lymphocytes, such 
as tumor-specific T cells, are very rare. 



individual-specific, limited in their recogni- 
tion spectrum and difficult to obtain against 
mos malignant ies Vt titx 'die-, on the other 
hand, are readily obtainable, more easily 
derived, have wider spectrum and are not 
individual-specific. The major problem of 
applying specific antibodies for cance 
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ical 



>aper Explaining Eshhar'; 



Inven- 



The inventions of Capon and Eshhar are the 
chimeric DNA that encodes single-chain chi- 
meric proteins for expression on the surface of 
cells of the immune system, plus expression 
vectors tnd cells tt msfo n ed h> th d me it 
DNA. The experts for both panics explain that 
the invention combines selected DNA seg 
ments that are both endogenous and nonendo- 
genous to a cell of the immune system, 
whereby the nonendogenous segment encodes 
the single-chain- variable ("scFv") domain of 
an antibody, and the endogenous segment en- 
codes cytoplasmic, transmembrane, and extra- 
cellular domains of a lymphocyte signaling 
protein. They explain that the scFv domain 
combines the heavy and light variable ("Fv") 
domains of a natural antibody, and thus has 
the same specificity as a natural antibody. 
Linking this single chain domain to a lympho- 
cyte signaling protein creates a chimeric scFv- 
receptor ("scFvR") gene which, upon trans- 
fection into a cell of the immune system, com- 
bines the specificity of an antibody with the 
tissue penetration, cytokine production, and 
target-cell destruction capability of a lympho- 
cyte. 

The parties point to the therapeutic poten- 
tial if tumors can be infiltrated with specifi- 
cally designed immune cells of appropriate 
anti-tumor specificity. 

The Eshhar Claims 

The Board held unpatentable the following 
claims of Eshhar 's '994 application; these 
were all of the '994 claims thai had been des- 
ignated as corresponding to the count of the 
interference. Eshhar's claim 1 was the desig- 
nated count. 

1 . A chimeric gene comprising 

a first gene segment encoding a single- 
chain Fv domain (scFv) of a specific anti- 
body and 



a second gene segment encoding pa 
f or entirely the transmembrane and c; 
tsmic, and optionally the extracelluk 
ains of an endogenous protein 



nui irun * t itiu i rlu 

proliferation of said cells, 

which chimeric genu, upon transfee- 
tion to said cells of the immune system, ex- 
presses said scFv domain and said domains 
Of said endogenous protein in one single 
chain on ihe surface of the trai'sieeteu cells 
such that the transi'ected cef 



and/o 



■roltler; 



and 



MHO 



wherein the secoim gene segment inrther 
comprises partially or entirely fhe extracel- 
lular domain of said endogenous protein. 

3. A chimeric gene according to claim 1 
wherein the first gene segment encodes ihe 
scFv domain of .an antibody against tumor 
cells. 

4. A chimeric gene accoiding to claim 1 
wherein the first gene segment encodes the 
scFv domain of an antibody against virus 
infected cells. . 

5. A chimei:i< 
wherein the v 

6. A chimeri 
wherein the s 
lymphocyte r 

7. A chimeri 



, is HIV. 



■em die s> 



^ the T celt t 



;eptor, 



9. A chimeric gene according to claim I 
wherein the second gene segment encodes 
the a, p\ Y» or 5 chain of the antigen- 
specific T cell receptor. 
It). A chimeric gene according io claim 1 
wherein the second gene segment encodes a 
polypeptide of the TCR/CD3 complex. 

11. A chimeric gene according to claim 10 
wherein the second gene segment encodes 
the zeta or eta isoform chain. 

12. A chimeric gene according to claim J 
wherein the second gene segment encodes a 
subunit of the Fc receptor or I.L-2 receptor. 
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ond gei icm i pa 

or entirely Che transmembrane and cy- 
raic, and optionall tht e i ace iu i 
ns ol' an endogenous protein, 
.-■herein said etidogei i loin i 
d on the surface of cells of the irn- 
system and triggers activation and/or 
nation ol said i ells, 
/hich chimeric gene, upon transfec- 
j said cells of the immune system, ex- 
s said scFv domain and said domains 
d endogenous . protein in one single 
on the surface of the transfected cells 
hat the transfected cells, are triggered 
tivate and/or proliferate and have 
nonrestricted antibody-type specific^ 
ien said expressed scFV domain.binds 



ehim 



: gene ;: 



claim 



chimeric gene according to claim I 
in the first gene segment encodes the 
domain of an antibody against tumor 

chimeric gene according to claim 1 
in the first gene segment encodes the 
domain of an antibody against virus 
;d cells. 



chimeric gene according to claim 1 
in the second gene segment encodes a 
tocyte receptor chain, 
chimeric gene according to claim 6 
in the second gene segment, encodes a 
of the T cell receptor, 
chimeric gene according to claim 7 
in the second gene segment encodes 
, p\ y, or 8 chain of the antigen- 
ic T eel! receptor. 

chimeric gene according to claim 1 
in the second gene segment encodes a 
;ptide of the TCR/CD3 complex, 
chimeric gene according to claim 10 
in the second gene segment encodes 
ta or eta isoform chain. 

chimeric gene according to claim 1 
in the second gene segment encodes a 
it of the Fc receptor or IL-2 receptor. 



5. A chimeric gene according to claim 13 
herein the second gene segment encodes 
e CD 16a chain of the FcyRffi or FcyRH. 



spa 



ovnpn 



o the surface membran 



gnal sequence 
e bound protein 



DNA encoding a non-MHC restricted 
extracellular binding domain which is ob- 
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20. A celt if I lie iwimme system aeon-ding 
to c urn 1 9 ;lei led a ili cm a consist- 
ing of a natural killer cell, a lvmphokmc ac- 
tivated killer cell, a 'cytotoxic T cell, a 
helper T cell and a subtype thereof. 



The Board did not discuss die claims sepa- 
rately, and held that the specification failed to 
satisfy the written description requirement as 
to ali of these claims. 

The Capon Claims 

Claims 1-10, all of the claims of the '221 
patent, were held unpatentable on written de- 
scription grounds. Claims 1-6 arc directed to 
the chimeric DNA, claims 7, 8, and 10 to the 
corresponding ceil comprising the DNA, and 
claim 9 lu the chimeric protein: 

1. A chimeric DNA encoding a membrane 
bound protein, said chimeric DNA compris- 



ngle chain antibody that 



n the s 



rface a 



DNA encoding a 
main which is- obtainei 
lected from the group 
CDS, immunoglobulin, 
the CD3 gamrru, eluon. 
and the CD3 epsilon el 

DNA encoding a 



said cytoplasmic domain are nol naturally 
joined together, and said cytoplasmic do- 
main is not naturally joined to. an extracel- 
lular ligsnd hii.isl.mc domain, and when said 
chimeric DNA is 



boi 



id prr 



;xpres 



brane bound protein initiates signaling in 
said host cell when said extracellular do- 
main binds said at least one Hgand, 
2. The DNA of claim I, wherein said 
single chain antibody recognizes an antigen 
selected from the group consisting of viral 
antigens and tumor cell associated antigens. 
■3. The DNA Of claim 2 wherein said single- 
chain antibody is specific for the HIV env 

said trans- 



rncmbn 



uraily 



5. An expression cassette comprising. a tran- 
scriptional initiation region, the DNA of 
claim I under the transcriptional control of 
said transcriptional initiation region, and a 
ivai-sc.np'aonal termination region. 

6. A retroviral RNA or DNA construct com- 
prising l he expression cassette of claim 5. 

7. A cell comprising the DNA of claim 1. 

8. The cell of claim 7, wherein said cell is 



9. A chimeric protein comprising in the 
N-terminal to C -terminal direction: 

a non-MHC restricted extracellular 
binding domain which cs obtained from a 
single chain antibody thai binds specifically 
to at leas! one meand. 'a herein said at least 
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cell 



ligand is. a protein on the surface of a 
or a viral protein; 



a transmembrane domain which is ob- 
tained from a protein selected from the 
group consisting CD4, CDS, immunoglobu- 
lin, the CD3 zeta chain, the CD3 gamma 
chain, the CD3 delta chain and the CD3 ep- 
silnn chain; and 

a cytoplasmic signal-transducing do- 
main of a protein that activates an intracel- 
lular messenger system which is obtained 
from CD3 zeta, 

wherein said extracellular domain and 
said cytoplasmic domain are nol naturallv 
joined together, and said cytoplasmic do- 
main is not naturally joined to an extracel- 
lular ligand- binding domain, and when said 
chimeric protein is expressed as a mem- 
brane bound protein in a host cell under 



^ membrane protein, the protein of claim 

In addition, claims 5, 6, 7, and 8 of Capon's 
'046 patent were held unpatentable. These 
claims are directed to chimeric DNA se- 
quences where the encoded extracellular do- 
main is a single-chain antibody containing li- 
gand binding activity. 

The Board Decision 

The Board presumed enablement by the 
specifications of the '221 patent and '994 ap- 
plication of the full scope of their claims, and 
based its decision solely on the ground of faii- 
ui'c of written description. The Board held that 
neither party's specification provides the req- 
uisite description of the full scope of the' chi- 
meric DNA or encoded proteins; by reference 
to knowledge in the art of the "structure, for- 
mula, chemical name, or physical properties'" 
of the DNA or the proteins. In the Board's 

We are led by controlling precedent to un- 
derst nd rial the mil sc ipe ol novel chi 
meric DNA the parties claim is not de- 
scribed in their specifications under 35 
II-S.C. § 112, first paragraph, by reference 
■ to contemporary and/or prior knowledge in 
the art of the structure, formula, chemical 



name, or physical properties 
tein domains, and/or DNA sc 
encode many protein domaii 
prise single-chain proteins 



seh em 



Bd. op. at 4, As controlling precedent the 
Board cited Regents of the University of Cali- 
fornia v. Eli Lilly & Co., 119 F.3d'l559 [43 
USPQ2d 1398] (Fed. Cir. 1997); Pier, y 
Revel Co.. 984 R2d 1 1 rri-4 125 USi'02d Irion 
(Fed. Cir. 1993): Amgen, Inc. v. Ch'u „ pi,.,, 
maceutical Co., 927 F.2d 1200 [ I s' USI>0\1 
1016] (Fed. Cir, 1991): and Enzo Biochem 
Inc. v. Gen-Prohe, Inc., 296 F.3d 1316 163 
USPQ2d 1609] (Fed. Cir. 2002). 'H,e Board 
-atmman/ed us holding as follows: 
Here, both Eshhar and Capon claim novel 
genetic material described in terms of the 
lunctional characteristics of the protein it 
encodes. Their speculations do not satisfy 
the written description requirement because 
persons having ordinary skill in the art 
would not have been able to visualize and 
recognize the identity of the claimed ge- 
netic material without considering addi- 
tional knowledge in the art, performing ad- 
ditional experimentation, and testing , to 
confirm results. 
Bd. op. at 89. 

DISCUSSION 
Eshhar and Capon challenge both' the 



the 



selecting and 
specifications 



Board's interpretation of precedent 
Board's ruling that their descriptions are 
equate. Both parties explain that their 
meric genes are produced 
combining known heavy- 
immune-related DNA segmc 
DNA-iinking procedures. 1 
of both parties describe procedures for identi- 
fying and obtaining the desired immune- 
related DNA segments and linking them into 
the desired chimeric genes. Both parlies point 
to their specific examples of chimeric DNA 
p ep ired usi it id. ntified kn n proc. dun 
along with citation to the scientific literature 
as to every step of the preparati ve method. 

The parties presented expert witnesses who 
placed the invention in the context of prior 
knowledge and explained how the descriptive 
text would be understood by persons of skill 
:m ('k m i , 1 rh_ no i mi Th mi ^ ^ v 
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i name, or physical properties of many pro- 
tein domains, and/or DNA sequences which 
encode many protein domains, which cons- 
prise single-chain protein* and/or DNA 
constructs made in accordance with the 
plans, schemes, and examples thereof the 
parties disclose. 
Bd. op. at 4. As controlling precedent the 
Board cited Regents of the Univenitv of Cali- 
fornia v. Eli Lilly & Co.. 119 F.3d 1559 [43 
USPQ2d 1398]. (Fed. Cir. 1997); Fiers v. 
Revel Co., 984 K2d 1164 125 f.',SPQ2d 1601 1 
(Fed. Cir. .1993): Amgen, inc. v. Chugai Phar- 
maceutical Co., 927 F.2d 1200 [18 USPQ2d 
1016] (Fed, Cir. 1991); and En z o Riochem, 
Inc. v. Gen- Probe. Inc.. 296 F.3d 1316 [63 
USPQ2d 1609] (Fed. Cir. 2002). The Board 
summarized its holding as follows: 
Here, both Eshhar and Capon claim novel 
genetic material described in terms of the 
functional characteristics of the protein it 
encodes. Their specifications do not satisfy 
the written dcsci 1 ti. -n r- on ire mem because 
persons having ordinary skill in the art 
would not have been able to visualize and 
recognize the identity of the claimed ge- 
netic materia! without considering addi- 
tional knowledge in the art, performing ad- 
ditional experimentation, and testing to 
confirm results. 
Bd. op. at 89. 

DISCUSSION 

Eshhar and Capon challenge both the 
Board's interpretation of precedent and the 
Board's ruling that their descriptions are inad- 
equate. Both parties explain that their chi- 
meric genes are produced by selecting and 
combining known heavy- and light-chain 
immune- related DNA segments, using known 
DNA-linking procedures. The specifications 
of both parties describe procedures for identi- 
fying and obtaining the desired immune- 
related DNA segments and linking them into 
the desired chimeric genes. Both parties point 
to their specific examples of chimeric DNA 
prepared using idenrifi d kn i p l. dm 
along with citation to the scientific literature 
as to every step of the preparative method. 

The parlies presented expert witnesses who 
placed the invention in the context of prior 
knowledge and explained how the descriptive 
test would he understood by persons of skill 
in the field of the invention. The v, 
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plained that the principle of forming chimeric 
genes from selected segments of DNA was 
known, as well as their methods of identify- 
ing, selecting, and combining the desired seg- 
ments of DNA. Dr. Eshhar presented an ex- 
pert statement wherein he explained that the 
prior art contains extensive knowledge of the 
nucleotide structure of the various immune- 
related segments of DNA; he stated that over 
785 mouse antibody DNA light chains and 
1,327 mouse antibody DNA heavy chains 
were known and published as early j,s 1991. 
Similarly Capon's expert Dr. Desiderio dis- 
cussed the prior art, aiso citing scientific hl- 

Thc linker sequences disclosed in the '221 
patent (col. 24, lines 4 and 43) used to arti- 
ficially join a heavy and light chain nucleic 
acid sequence and permit functional asso- 
ciation of the two ligand 1 lit pons 
were published by 1990, as were the meth- 
ods for obtaining the mature sequences of 
the desired heavy and light chains for con- 
structing a SAb (Exhibit 47, Batra et al., J., 
Biol. Chem., 1990; Exhibit 48, Bird et al., 
Science, 1988: Exhibit 50. Huston ct al,. 
PNAS, 1988; Exhibit 51, Chaudhary, 
PNAS, 1990, Exhibit 56, Morrison et al, 
Science, 1985; Exhibit 53, Sharon et al.. 
Nature 1984). 



Desiderio ^ 
Both pan 
in this " 



1 U. 



eld woi 



of a chimeric gene made of a first segment of 
DNA encoding the single-chain variable re- 
gion of an antibody, and a second segment of 
DNA encoding an endogenous protein. They 
testified that re-analysis to confirm these 
structures would not be needed in order to 
know the DNA structure of the chimeric gene, 
and that the Board's requirement that the 

formula, chemical name or physical proper- 
ties" of these DNA combinations had been 
overtaken by the state of the science. They 
slated thai where the structure and properties 
of the DNA components were known, re- 
anaiysts was not required. 

Eshhar \s specification contains the nucle- 
otide sequences of sixteen different receptor 
primers and -four different scFv primers from 
which chimeric genes encoding scFvR may be 
obtained, white Capon's specification cites lit- 
erature sources of such information. Eshhar 's 
specification shows the production of chi- 



meric genes encodina sclwR usm-- primers, as 
listed in Eshhars Table I. Capon stated that 
natural genes are isolated and joined using 
conventional methods, such as the polymerase 
chain reaction or cloning hy primer repair. Ca- 
pon, like Eshhar, discussed various known 
a s ! 1 nu n i i i and 

linking DNA segments, accompanied by ex- 
perimental examples. The Board did no! dis- 
pute that persons in this held of science could 
determine the .structure or formula of the 

i i s from the known structure or for- 
mula of the components. 

The Board stated that "controlling prece- 
dent" required inclusion in the specification of 
the complete nucleotide sequence of "at least 
one" chimeric gene, Bd. op. at 4. The Board 
also objected that the claims were broader 
than the specific examples, Eshhar and Capon 
each responds by pointing to the scientific 

mi il i in 1 i | I i ut ih ti dLSUipti\c 

The Board did not relate any of the claims, 
broad or narrow, to the examples, but invali- 
dated all of the claims without analysis of 
their scope and the relation of claim scope to 
the details of the specifications. 

Eshhar and Capon both argue that they have 
set forth an invention whose scope is fully and 
fairly described, for the nucleotide sequences 
of the DNA in chimeric combination , is readily 
understood to contain the- nucleotide se- 
quences of the DNA components. Eshhar 
points to the general and specific description 
in his .specification of known immune-related 
DNA segments, including the examples of 
their linking. Capon points similarly to his de- 
scription of selecting DNA segments that are 
known to express immune-related proteins, 
and stresses the existing knowledge of these 
segments and their nucleotide sequences,, .as 
well as the known procedures for selecting 
and combining DNA segments, as cited in the 
specification. 

Both parties argue that the Board miscon- 
strued precedent, find that precedent does not 
establish per se rule requiring nucleotide-by 
nucleotide re-analysis when the structure of 
the component DNA segments is already 
known, or readily determined by known pro- 

The Statutory Requirement 

The required content of the patent specifi- 
cation .., set fonh in Section 112 of title 35: 
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§ 112 f 1. The specification shall contain a 
written description of the invention, and of 
the manner and process of making and us- 
ing it, in such full, clear, concise, and exact 
terms as to enable any person skilled in the 
art to which it pertains, or with which it is 
most nearly connected, to make and use the 
same, and shall set forth the best mode con- 
I n plj ed b\ the inventor of carrying out 

The "written description" requirement imple- 
hk is th \ i,ni i| ,i th.ji ,i parent n k, ,-csuibe 
the technology that is sought to be patented; 
the requirement serves both to satisfy the in- 
ventor's obligation to disclose the technologic 
knowledge upon which the patent is based, 
and to demonstrate that the patentee was in 
possession of the invention that is claimed. 
See Enzo Biochem, 296 F.3d at i330 (the writ- 
ten description requirement "is the quid pro 
quo of Ihe patent sysiein; the public musl re- 
ceiu- i ndin ig,i 1 disclosure in exchange for 
being excluded from practicing the invention 
f — a limited period of time"); Reiffi) 



For the chimeric genes of the Capon and 
Eshhar inventions, the law must take cogni- 
zance of the scientific facts. The Board erred 
in refusing to consider the state of the scien- 
tific knowledge, as explained by both parties, 
and in declining , eoi s' lei 1 1. vpttate }c 
of each of the claims. Noise of the cases to 
which the Board attributes the -requirement of 
total DNA re-analysis, i.e., Regents v. Lilly, 
Piers v. Revel I %ei x Enzo Biochem re 
quire a re-dcicripiion of what was ulrcadv 
known. In Lilly. 119 F.3d at 1567. the eDNA 
for human insulin had never been character- 
ized. Similarly in Fiers. 984 F.2d at 1171. 
much of the DNA sought to be claimed was 
of unknown .structure, whereby this court 
viewed the breadth of the claim's as embrac- 
ing a. "wish" or research "plan," In. Amgen, 
927 F.2d at 1206. the court explained thai a 
novel gene was run adequately characterized 
by its Diulogical tunvtton alone because such 
a description would represent mete "wish to 
know the identity" of the novel material. In 
Enzo Biochem. 296 F.3d at 1326, this o 



oft Corp., 214 F.3d 1342, ,1345-46 154 ** ° f a physical sam P ie "™V 

USPQM 1915] (Fed. Cir. 2000) (the purpose WOrds .. When . ik : sc, T ,!im is be y° nd 



of the written description requirement 
ensure that the scope of the right to exclude 
. . . does not overreach the scope of the inven- 
tor's contribution to the field of art as de- 
scribed in the patent specification"): In re 
Barker, 559 F.2d 588, 592 n.4 [194 USPQ 
470] (CCPA 1977) (the goal of the written de- 
scription requirement is "to clearly convey 
the information that an applicant has invented 
the subject matter which is claimed"). The 
written description requirement thus satisfies 
the policy premises of the law, whereby the 

^TtXX^lT™?^ adVanCC , iS tion of the mouse antigen; and ir._..., 

addu.1 to the nooy oi knowledge, as consider- Rochester v C, h s , i , ;sy Tl , , 
ation lor the grant of patent exclusivity. n?%%9 SSS^Jff^^X 

Ihe descriptive text needed to meet these where the court affirmed that the description 



present scientific capability. In Am^m Inc. , 
Hoechst Marion Roussel, Inc.. 314 F 3d 1313 
1332 165 USPQ2d 1385] (Fed. Cir. 2003.) the 
court explained further that the written de- 
scription requirement may be satisfied "if in 
the knowledge of the art the disclosed func- 
tion is sufficiently correlated to a particular, 
known structure," These evolving principles 
were applied in Noelle v. Lederman, 355 F.3d 
1343, 1349 [69 USPQ2d 1508] (Fed; Cir, 
2004), where the court affirmed that the hu- 
man antibody there at issue was not ad- 
equately described by the structure and fune- 



varies with the nature and sco 
of the invention ai issue, and with the scien- 
tific tnd technok i-e kno I Ig. Iread ii 
istence. The lav, must be applied to each in- 
vention that enters the patent process, for each 
patented advance is novel in relation to the 
state of the science. Since the law is applied 
to each invention in view of the state 1 rel- 
evant knowledge, its application will vary 
with differences in the state of knowledge in 
the field and differences in the predictability 
of the science. 



of the COX-2 enzyme did n 
scribe unknown compounds capable of selec- 
tively inhibiting the enzyme. 

[1] The "written description" requirement 
must be applied in the context of the particu- 
lar invention and the state of the knowledge. 
The Board's rule that the nucleotide sequences 
of the chimeric genes must be fuliy presented, 
although the nucleotide sequences of the com- 
ponent DNA are known, is an inappropriate 
generalization. When the prior art includes the 
nucleotide information, precedent does not set 
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chimeric genes of the Capon and 
ventions. ihe law must take cogni- 
.he scientific facts. The Board erred 
g to consider the stale of the scion- 
■ledge, as explained by both parlies, 
■lining to consider Ihe separate scope 
■f the claims. None of the cases to 

Hoard attributes the requirement of 
\ re-analysis, i.e., Regents v. Lilly, 
level, Amgen, or Enzo Biochem, re- 
e-descriptioti of what, was already 

1 Lilly, 119 F.3d at 1567, the cDNA 
a insulin had never been character- 
lilarly in Fiers, 984 F.2d at 1171, 
the DNA sought to be claimed was 
wn structure, whereby this court 
te breadth of the claims as. embrac- 
ish" or research "plan." In Amgen, 
at 1206, the court explained That a 
te was not adequately characterized 

ion would represent a mere "wish to 
identity" of the novel material . In 
-Mem, 296 F.3d at 1326, this court re- 
hat, deposit of a physical sample may 
voids when description is beyond 
:ientific capability. In Amgen Inc. v. 
tiarion Roussel, Inc.. 314 F.3d 13.13, 
USPQ2d 1385] (Fed. Cir. 2003) the 
slained further that the written de- 
requirement may be satisfied "if in 
ledge of the ait the disclosed func- 
ifficiently correlated to a particular, 
ructure." These evolving principles 
iied in Noelle v. Lederman, 355 F,3d 
49 [69 USPQ2d 1508] (Fed. Cir, 
here the court affirmed that the hu- 
body there at issue was not ad- 
described by the structure and func- 

2 mouse antigen; and in University of 
■ v. G.D. Searle & Co.. 358 F.3d 916, 
» USPQ2d 1886] (Fed. Cir. 2004), 
; court affirmed that the description 
3X-2 enzyme did not serve to de- 
known compounds capable of selec- 
ibiting the enzyme. . 

i "written description" requirement 
ipplied in the context of the particu- 
ion and the state of the knowledge, 
d's rule that the nucleotide sequences 
meric genes must be. fully presented, 
the nucleotide sequences of the com- 
>NA are known, is an inappropriate 
ation. When the prior art includes the 
e information, precedent does not set 



76 USPQ2d Capon v. 

a per se rule that the information must be de- 
termined afresh. Both: parties state that a per- 
son experienced in the,. field of this invention 
would know that these known DNA segments 
would retain their DNA sequences when 
linked by known methods. Both- parties ex- 
plain that their invention is not in discovering 
which DNA segments are related to the im- 
mune response, for that is in the prior ait, but 
in the novel combination of the DNA seg- 
ments to achieve a novel result. 

The "written description"" requirement 
states that the patentee must describe the in- 
vention; it does not state that every, invention 
must be described in the same way. As each 
field evolves, the balance also evolves be- 
tween what is Known and what is added by 
each inventive contribution. Both Eshhar and 
Capon explain that this invention does not 
concern the discovery of gene function or 
structure, as in Lilly. "Ihe chimeric genes here 
at issue are prepared from known DNA se- 
quences of known function. The Board's re- 
quirement that these sequences must be ana- 

not add descriptive substarifce. The Board 
erred in holding that the specifications do not 
meet the written description requirement be- 
cause they do not reiterate the structure or for- 
mula or chemical name for the nucleotide se- 
quences of the claimed chimeric genes. 

Claim Scope 

There remains the question of whether the 
specifications adequately support the breadth 
of all of the claims that are presented. The Di- 
rector argues that it cannot be known whether 
ail of the permutations and combinations cov- 

tended purpose, and that the claims are too 
broad because they may include inoperative 
species. The inventors say that they have pro- 
vided all atlt qua! J. i tntu i 1 il li hp 
cation of their invention as would be under- 
stood bv persons in the held of the invention. 



They 



ate that 



gica) p 



lypiea 



vary, and that then specific 
evaluation of the effectiveness, ol their chi- 
meric .combinations. 

It is well recognized that in the "unpredict- 
able" fields of science, it is appropriate to rec- 
ognize the variability in the science in deter- 
mining the scope of the coverage to which the 
inventor is entitled. Such a decision usually 
focuses on the exemplification in the specifi- 
cation. See, e.g., Enzo Biochem, 296 F.3d at 



I 2 s (reman ing 1 it t com detei 
mine "£w]hether the disclosure provided by 
the three deposits in this case, coupled with 
the skill of the art, describes the genera of 
claims 1-3 and 5"); Lilly, 119 F.3d at 1569 
(genus not described where "a representative 
number of cDNAs, defined by nucleotide. se- 
quence, falling w ithin die scope of the genus" 
had not been provided); In re Gostelli, 872 
F.2d 1 008, !M2 I 10 USPQad 16141 tree. Cir. 
1989) (two chemical compounds were insuffi- 

458 F2d 138" , t^ ^ | i /3 USPQ 67.9] 
(CCPA 1972) (disclosure of genus and one 
species w as not sufficient description of inter- 
mediate subgenus); //; re Grimme, 274 F.2d 
949, 952 [124 USPQ 499] (CCPA 1960) (dis- 
closure of single example and statement of 
scope sufficient disclosure of subgenus). 

[2] Precedent illustrates that the determina- 
tion of what is needed to support generic 
claims to biological subject matter depends on 
a variety of. factors, such as the existing 
knowledge in the particular Held, the extent 
and content of the prior art, the maturity of the 
science or technology, the predictability of the 
aspect at issue, and other considerations ap- 
propriate to the subject matter. See, e.g., In re 
Wallach, -378 F.3d 1330, 1333-34 [71 
•USPQ2d 1939] (Fed, Cir, 2004) (an amino 
acid sequence supports "the entire genus of 
DNA sequences" that can encode- the. amino 
acid sequence because "the state of the art has 
developed" such that it is a routine matter to 
convert one to the other); University of Roch- 
ester, 358 F.3d at .925 (considering whether 
the patent disclosed the compounds necessary 
to practice the claimed method, given the state 
of technology); Singh v. Brake, 317 F.3d 1334, 
1343 [65USPQ2d 1641] (Fed. Cir. 2002) (af- 
firming adequacy of disclosure by distinguish- 
ing, precedent in which the selection of a par- 
ticular species within the claimed genus had 
involved "highly unpredictable results"). 

It is not necessary that every permutation 
within a generally operable invention be ef- 
fective in crde- for an inventor to obtain a ge- 
neric claim,; provided that the effect is suffi- 
ciently demonstrated to: characterize a generic 
invention. See In re Angstadi, 537 F.2d 498, 
504 [190. USPQ 214] (CCPA 1976) ("The ex- 



amoA 



. both 



the 

can conclude from the record"). While the 
Board is correct that a generic, invention. re- 
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quires adequate support, the sufficiency of the 
support must be determined in the particular 
case. Both Eshhar and Capon present not only 
genera! teachings of how to select and recom- 
bine the DNA, but also specific examples of 
the production of specified chimeric genes. 
For example, Eshhar points out that in Ex- 
ample 1 of his specification the FcRy chain 
was used, which chain was amplified from a 
human cDNA clone, using the procedure of 
Kuster, H. et al, J. Biol. Chem., 265:6448- 
6451 (1990), which is cited in the specifica- 
tion and reports the complete sequence of the 
FcRy chain. Eshhars Example 1 also explains 
the source of t le jen s tl it j i ivide the heavy 
and light chains of the single chain antibody, 
citing the PhD thesis of Gideon. Gross, a co- 
inventor, which cites a reference providing the 
complete sequence of the Sp6 light chain gene 
used to construct the single-chain antibody. 
Eshhar states that the structure of the Sp6 
heavy chain antibody was well known to 
those of skill in the art and readily accessible 
on the internet in a database as entry EM- 
BL:MMSP67!8. Example 5 at page 54 of the 
r.sbhar specification cites R a vetch et a)., J. 
Exp. Med., 170:481-497 (1989) for the 
method or" producing the CD) 6a DNA clone 
that was PGR amplified; this reference pub- 
lished the complete DNA sequence of the 
CD16ot chain, as discussed in paragraph 43 of 
the Eshhar Declaration. Example 3 of the 
Eshhar specification uses the DNA of the 
monoclonal anti-HER2 antibody and states 
that the N29 hybri roc ices this an- 

tibody was deposited with the Collection Na- 
tionale de Cultures de Microorganismes, Insti- 
tut Pasteur, Paris, on August 19, 1992, under 
Deposit No. CNCM M262. It is incorrect to 
criticize the methods, examples, and refer- 
nci d prior art of the Eshhai pecit t n as 
but "a few PCR primers and probes," as does 
the Director's brief. 

Capon's Example 3 provides a detailed de- 
scription of the creation and' expression of 
single chain antibody fused with T-cell recep- 
tor /eta chain, referring to published vectors 
and procedures. Capon, like Eshhar, describes 
gene segments and their ligation to form chi- 
meric genes. Although Capon includes fewer 
specific examples in his specification than 
does Eshhar, both parties used standard sys- 
tems of description and identification, as well 
as known procedures for selecting, isolating, 
and linking known DNA segments. Indeed, 
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the Board's repealed observation that the foil 
scope of ail ot th lain tppears to be "en- 
abled" cannot be reconciled with the Board's 
mil 'hat only a "general plan" to com- 
bine unidentified DNA is presented. See In re 
Wands, 858 F.2d 731, 736-37 [8 USPQ2d 
1400] (Fed. Cir. 1988) (experimentation to 
practice invention must not be "undue" for 
,i ii ' 1 i enabled) 

The PTO points out that for biochemical 
processes relating to gene modification, pro- 
tein expression, and mratu respoi k 
cess is not assured. However, generic foven 
lions are noi thereby invalid. Precedent diMm 
gtushes among generic inventions that are ad- 
equately supported, those that are merely a 
"wish" or "plan," the words of Piers v. Revel, 
984 F.2d at 1171, and those in between, as il- 
lustrated by Noelie v. Lederman. 355 F.3d at 
1350; the facts of the specific case must be 
evaluated. The Board did not discuss the ge- 
neric concept that both Capon and Eshhar de- 
scribed — the concept of selecting and com- 
bining a gene sequence encoding the variable 
domain of an antibody and a sequence encod- 
ing a lymphocyte activation protein, into a 
single DNA sequ >c rich, up n expression 
allows for immune responses that do hoi oc- 
cur in nature. The record does not show this 
concept to be in the prior art, and includes ex- 
perimental verification as well as potential 
variability in the concept. 

Whether the inventors demonstrated .suffi- 
cient generality to support the scope of some 
or all of. their claims, must be determined 
claim by claim. The Board did not discuss* the 
evidence with respect to the generality of the 
invention and the significance of the specific 
examples, instead simply rejecting all, the 
claims for lack of a complete chimeric: DNA 
sequence. As we have discussed, that reason- 
ing isinapt for this case. The Board's position 
that the. patents at issue were merely an "invi- 
tation to experiment" did not distinguish 
among the parties' broad and narrow claims, 
and further concerns enablement more than 
written description. See Adang v. Fischhoff, 
286F.3d 1346, 1355 [62 USPQ2d 1504] (Fed. 
Cir. 2002) (enablement involves assessment of 
whether one of skill in the art could make and 
use the invention without undue experimenta- 
tion); In re Wright. 999 F.2d 1557, 1561 [27 
USPQ2d 1510] (Fed. Cir. 1993.) isame). Al- 
though the IcgaJ criteria of enablement and 
Written description are related and are often 
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:d's repeated observation that the full I 
: all of the claims appears to be "en- f 
:annot be reconciled with the Board's 
n that only a "general plan" to com- 
dentifled DNA is nresenieri. See In re 
858 F.2d 731, 736-37 [8 USPQeri 
Fed. Cir. 1988) 'experimentation to 
invention must not be "undue" for i 
ji to be considered enabled';. 
'TO points out thai lor biochemical 
:s relating to gene modification, pro- % 
iression. and immune response, sue 
rot assured. However, generic inven- 
■ not thereby invalid. Precedent distin- 
ii i in tion.s that i I 
supported, those that are merely a 
or "plan," the words of Fiers v. Revel, k 
1 at 1171, and those in between, as il- 
l by Noelle v. Lederman, 355 F. 3d at | 
le facts of the specific case must be 

d. The Board did not discuss the ge- :) 
ncept that both Capon and Eshhar de- 

— the concept of selecting and corn 

. gene sequence encoding the variable 

of an antibody and a sequence encod- 

(Tnphocyte activation protein, into a 

'NA sequence, which, upon expression, 

'or immune responses that do not pc- 
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to be in the prior art, and includes ex- if 

tai verification as well as potential | 
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;o experiment" did not distinguish j 
the parties' broad and narrow claims, 

ther concerns enablement more than 
description. See Adang v. Fischhoff, 
i 1346, 1355 [62 USPQ2d 1504] (Fed. 
2) (enablement involves assessment of 
one of skill in the art could make and j 
invention without undue experiments- I 
t re Wright, 999 R2d 1557, 1561 [27 | 
j 15101 (Fed. Or. 1993) (same). Al- 
the legal criteria of enahlemcn! and 
description are related and are often 



met by the same disclosure, they serve dis- 
crete legal requirements. 

The predit ab un| iictabilit) ot the 

science is relevant to deciding how much ex- 
perimental support is required to adequately 
describe the scope of an invention. Our prede- 
cessor court summarized in In re Starrs. 245 
F.2d 474, 478 [114 USPQ 293] (CCPA 1957) 
that "[i]t must be borne in mind that, while it 
is necessary that an applicant for a patent give 
to the public a complete 1 and adequate disclo- 
sure in t emit for the patent 11 die , ei 
tatnty required of the disclosure is not greater 
than that which is reasonable, having due re- 
gard to the subject matter involved." This as- 
pect may warrant exploration on remand. 

In summary, the Board erred in ruling that 
§ 112 imposes a per se rule requiring recita- 
tion in the specification of the nucleotide se- 
quence of claimed DNA, when that sequence 
is already known in the field; However, the 
Board did not explore the support for each of 
:he claims of both panics, in view of the spe- 
cific examples and general teachings in the 
specifications and the known science, with ap- 
plication of precedent guiding review of the 
scope of claims. 

We remand for appropriate further proceed- 
ings. 

VA GATED AND REMANDED 



NuCar Consulting Inc. v. Doyle 

Delaware Chancery Court 

No. 19756-NC 
Decided April 5, 2005 

TRADEMARKS AND UNFAIR TRADE 
PRACTICES 

[1] Trade secrets; — Elements of trade se- 
cret (§ 400.03) 

Trade secrets — State and common law 
(§ 400.09) 

Under Delaware law, technique or process 
will not qualify as trade secret if it is gener- 
ally known . i readily ascertainable hy m , 
means; in present case, plaintiff's "Rewards 
Program," through which customers of -auto- 
mobile dealerships earn points toward hew 
cars or gift certificates with each use of key 



tag or other token, is not trade secret within 
meaning . of Delaware Trade Secrets Act, 6 
Dei. Code §2001 t4i, since component of pro- 
gram that alio i. i i ii i , ,nr xiints and 
component -involving partnership marketing 
with local merchants, are published in bro- 
chures and handbooks given to customers who 
pi 'elu'- ~di r n cicala ship-, and 
plaintiff has made no effort to maintain se- 
crecy of alleged trade secrets outlined iff 
handbooks and brochures, and since plaintiff 
contends that manner of communicating data 
between plaintiff and dealerships constitutes 
trade secret, but. does not allege that defen- 
■ i . >! ' - - I I mult , t , a. or 
database management, system. 

[2] Trade secrets — Elements of trade se- 
cret (§ 400.03) 

Trade secrets — State and common law 
(§ 400.09) 

PiainlilV.s list of potential clients for its ens 
tomer loyalty program, which is internal 
document, not in public domain; derives inde- 
pendent economic value from its secrecy, and 
therefore qualities as trade- -secret, since por-' 
tion of list consisting of automotive or motor- 
cycle dealerships . was developed through in- 
terest expressed to plaintiff during national -au- 
tomobile dealers' convention exhibit, and 
through responses from annual- mailers, since 
plaintiff expended $45,000 to $80,000 each 
year to develop dealer list, and since, without 
similar expenditure of time and money, defen- 
dant engaging in same business would have 
been unable to discern which dealerships had 
interest in purchasing customer loyalty pro- 
gram; plaintiff's failure to designate potential 
client list as confidential ' during discovery 
does not significantly undermine plaintiff's 
trade secret claim, since plaintiff seeks dam 
ages rather- than injunctive relict; and there is 
no evidence that !i ; -„ i dtsi I, se,] >o oi n,ed 
by anyone other than defendant during rel- 
evant time period, 

[3] Trade secrets — - Elements of trade se- 
cret {§ 400.03) 

Trade secrets — Disclosure and misap- 
propriation (§ 400.07) 

Defendant's use of plaintiff's form contract, 
which plaintiff uses to provide dealers with its 
i u u u i i t pi in , ituti nns.ip 
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United States Court of Appeals for the Federal Circuit 



2008-1079 
(Serial No. 08/469,749) 



IN RE KENNETH ALONSO 



Appeal from the United States Patent and Trademark Office, Board of Patent Appeals 
and Interferences in Appeal No. 2006-2148. 



DECIDED: October 30, 2008 



Before MICHEL, Chief Judge , MAYER, Circuit Judge , and STEARNS,* District Judge . 
STEARNS, District Judge . 

Dr. Kenneth Alonso appeals a decision of the United States Patent and 
Trademark Office Board of Patent Appeals and Interferences ("Board") sustaining in 
part the examiner's final rejection of claim 92 of U.S. Patent Application No. 08/469,749 
("749 Application"). In its decision, the Board reversed the examiner's rejection of claim 
92 for lack of enablement and sustained the rejection as invalid for lack of adequate 
written description. Ex parte Alonso , No. 2006-2148 (B. P.A.I. July 25, 2007) 
(" Decision "). We affirm. 

I. BACKGROUND 



Honorable Richard G. Stearns, District Judge, United States District Court 
for the District of Massachusetts, sitting by designation. 
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An arsenal of antibodies generated by the immune system defends the human 
body against illnesses caused by bacteria and cancerous cells and other invasive 
agents. Antibodies are large, Y-shaped molecules secreted by white blood cells known 
as "B lymphocytes," or "B-cells." Antibodies are capable of binding to the surfaces of 
foreign cells or other substances known as "antigens." The specific location on the 
surface of the antigen where the antibody attaches is termed the "epitope." The arms of 
the Y-shaped molecule bind to the epitope with specificity. Antibodies that bind to the 
same epitope are said to have the same "idiotype." Monoclonal antibodies ("MAbs") are 
derived from a single precursor and have a single idiotype. They are produced using 
"hybridoma" (fusion) technology. A human-to-human hybridoma is created by fusing a 
human tumor cell to an antibody-producing human B-cell, resulting in secretion by the 
B-cell of monoclonal antibodies with identical affinity and specificity to a given epitope 
on the surface of the tumor cell. 

On June 6, 1995, Dr. Alonso filed the 749 Application entitled, "Method of 

Producing Human-Human Hybridomas, The Production of Monoclonal and Polyclonal 

Antibodies Therefrom, and Therapeutic Use Thereof." 1 The claimed invention recites a 

method for treating neurofibrosarcoma, a rare cancer of the sheath of a peripheral 

nerve, that uses human monoclonal antibodies targeted at a patient's tumor. Claim 92 

of the 749 Application discloses 

[a] method of treating neurofibrosarcoma in a human by administering an 
effective amount of a monoclonal antibody idiotypic to the 
neurofibrosarcoma of said human, wherein said monoclonal antibody is 
secreted from a human-human hybridoma derived from the 
neurofibrosarcoma cells. 



1 Alonso claimed priority to an application he filed seven years earlier 
involving similar subject matter. 

2 

2008-1079 
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In Example 1 of the 749 Specification, Alonso described the preparation of a 
tumor cell suspension from the sample of a tumor and the subsequent sensitization of 
human spleen cells. The sensitized spleen cells are fused with an immortalized cell line 
(e.g., a fetal marrow line, a lymphoblastoid line, or a plasma cell line from myeloma). 
The resulting cells are screened for hybridomas that secrete antibodies specifically 
reactive with the sensitizing tumor cells (and non-reactive with a range of other tissues 
and cell types). Example 2 disclosed the results of an experiment conducted by Alonso 
in treating Melanie Brown, a patient with neurofibrosarcoma. Adult spleen cells were 
sensitized with cells from Brown's tumor. The resulting hybridoma secreted monoclonal 
antibodies, which reacted with a 221 KiloDalton tumor surface antigen. The spleen line 
(AS-151), the lymphoblast fusion line (BM-95), and the hybridoma (HB983) were 
deposited with the American Type Culture Collection in September of 1998. The 
antibody from the hybridoma line was deposited with the Food and Drug 
Administration. 2 

The examiner rejected claim 92 as lacking adequate written descriptive support 
for the broad genus of antibodies encompassed by the claim language. 



2 Alonso infused Brown with 100 mg of the antibody, and cancerous lesions 
in her lungs were cleared within twenty-four hours. In addition, Brown's brain tumor 
became necrotic within seven days, and she experienced a one-month regression of 
her cancer. 

3 

2008-1079 
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Applicant is reminded that the disclosure only describes the preparation of 
a single Mab produced by the hybridoma cell line HB983. However, the 
claims are directed toward a much larger genus of molecules (i.e., Mabs 
that bind to a neurofibrosarcoma), not a specific Mab identified by the 
deposited hybridoma. . . . The crux of the rejection is whether or not 
applicant has provided sufficient support for the broadly claimed genus of 
therapeutic anitbodies. As set forth in the rejection, the skilled artisan 
would reasonably conclude that applicant was clearly not in possession of 
the claimed genus of compounds. Applicant should direct the claim 
language toward the only described embodiment (e.g., a Mab produced by 
hybridoma HB983). 

The Board affirmed the rejection, agreeing that Alonso had not adequately described 
the claimed invention because the "single antibody described in the Specification is 
insufficiently representative to provide adequate written descriptive support for the 
genus of antibodies required to practice the claimed invention." Decision , slip op. at 7. 
II. DISCUSSION 

Whether an applicant has complied with the written description requirement is a 
finding of fact, to be analyzed from the perspective of one of ordinary skill in the art as of 
the date of the filing of the application. Regents of the Univ. of Cal. v. Eli Lilly & Co. , 
119 F.3d 1559, 1566 (Fed. Cir. 1997); Vas-Cath, Inc. v. Mahurkar , 935 F.2d 1555, 1563 
(Fed. Cir. 1991). This Court reviews the Board's factual determinations under a 
substantial evidence standard. In re Gartside . 203 F.3d 1305, 1316 (Fed. Cir. 2000). 
"Substantial evidence" is relevant evidence that "a reasonable mind might accept as 
adequate to support a conclusion." ]cL at 1312 (citation omitted). In making the 
assessment, we examine "the record as a whole, taking into account evidence that both 
justifies and detracts from an agency's decision." ]d. That a fact finder could draw "two 
inconsistent conclusions from the evidence does not prevent an administrative agency's 
finding from being supported by substantial evidence." jd. (citation omitted). Rather, 
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the Board's decision must be affirmed if any "reasonable fact finder could have arrived 
at the [same] decision." ]d. 

The written description requirement of 35 U.S.C. § 112, U 1, is straightforward: 
"The specification shall contain a written description of the invention . . . ." To satisfy 
this requirement, the specification must describe the invention in sufficient detail so "that 
one skilled in the art can clearly conclude that the inventor invented the claimed 
invention as of the filing date sought." Lockwood v. Am. Airlines, Inc. , 107 F.3d 1565, 
1572 (Fed. Cir. 1997); see also LizardTech, Inc. v. Earth Res. Mapping, Inc. , 424 F.3d 
1336, 1345 (Fed. Cir. 2005); Eiselstein v. Frank , 52 F.3d 1035, 1039 (Fed. Cir. 1995). 

The requirement "serves a teaching function, as a ' quid pro quo ' in which the 

public is given 'meaningful disclosure in exchange for being excluded from practicing 

the invention for a limited period of time.'" Univ. of Rochester v. G.D. Searle & Co., Inc. , 

358 F.3d 916, 922 (Fed. Cir. 2004) (quoting Enzo Biochem. Inc. v. GenProbe Inc. . 323 

F.3d 956, 970 (Fed. Cir. 2002)). 3 The Board framed the issue raised by the 749 

Application as follows. 

[W]hether the single monoclonal antibody described in the Specification is 
representative of the genus of monoclonal antibodies required to practice 
the claimed treatment method. That, in turn, depends on whether or not 
the antibodies (and the antigens they bind) would have been expected to 
vary substantially within the genus. The greater the variation in the genus, 
the less representative any particular antibody would be. 

Decision , slip op. at 6. 



3 The requirement is rigorous, but not exhaustive: "[l]t is unnecessary to 
spell out every detail of the invention in the specification; only enough must be included 
to convince a person of skill in the art that the inventor possessed the invention." 
LizardTech . 424 F.3d at 1345. 
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The Board properly characterized the relevant genus as the "genus of antibodies 

specific to neurofibrosarcoma cells." Id. A genus can be described by disclosing: (1) a 

representative number of species in that genus; or (2) its "relevant identifying 

characteristics," such as "complete or partial structure, other physical and/or chemical 

properties, functional characteristics when coupled with a known or disclosed 

correlation between function and structure, or some combination of such 

characteristics." Enzo, 323 F.3d at 964. 

Relying principally on two scientific articles, including one authored by Alonso 

himself, the Board determined that 

[t]here is ample evidence of record that the specificities of antibodies 
falling within the scope of the genus (and the structures of the antigens 
they bind) would be expected to vary substantially. For example, Osband 4 
provides evidence of a recognition in the art that considerable antigenic 
"heterogeneity of tumors both between patients and metastatic sites within 
a single patient" is to be expected. In addition, an article authored by 
[Alonso] 5 acknowledges that "[t]he efficacy of antibody therapy is thought 
to be related to tumor burden as well as to idiotypic change in the original 
tumor ." This acknowledged heterogeneity is reflected in the goal of the 
claimed method - to raise customized antibodies to possibly unigue 
antigens on a particular patient's tumor. 

Finally, as discussed above, for purposes of satisfying the written 
description requirement, it is not enough merely to disclose a method of 
making and identifying compounds capable of being used to practice the 
claimed invention. That is, it is not enough to describe[] the procedure for 
making a human-human hybridoma from neurofibrosarcoma, and teach 
how to determine whether a given antibody, specific to a patient's 
neurofibrosarcoma, will function in the claimed method. We find that the 
single antibody described in the Specification is insufficiently 
representative to provide adequate written descriptive support for the 
genus of antibodies required to practice the claimed invention. 



4 M.E. Osband and S. Ross, Problems in the Investigational Study and 
Clinical Use of Cancer Immunotherapy , 11 Immunology Today 193-95 (1990). 

5 Kenneth Alonso, Human-Human Monoclonal Antibody Directed Against 
Tumor Surface Antigen in the Treatment of Human Malignancy , 14 American Journal of 
Clinical Oncology 463-71 (1991). 
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Decision , slip op. at 6-7 (internal quotation marks and citations omitted, footnotes 
supplemented). 

The Board's conclusion is supported by substantial evidence. The articles relied 
upon by the Board confirm the hypothesis that the antibodies required to perform 
Alonso's claimed method vary substantially in their composition. We have previously 
held in a similar context that "a patentee of a biotechnological invention cannot 
necessarily claim a genus after only describing a limited number of species because 
there may be unpredictability in the results obtained from species other than those 
specifically enumerated." Noelle v. Lederman . 355 F.3d 1343, 1350 (Fed. Cir. 2004). 

In another similar case, we evaluated claims directed to a method of determining 

whether a drug could selectively inhibit the activity of COX-2, a cyclooxygenase thought 

to be responsible for inflammation associated with arthritis. See Rochester , 358 F.3d at 

917-18. One of the claims at issue was directed to "a method for selectively inhibiting 

[COX-2] activity in a human host, comprising administering a non-steroidal compound 

that selectively inhibits activity of the [COX-2] gene product to a human host in need of 

such treatment." Id. at 918. We found that the specification lacked written descriptive 

support, agreeing with the district court that 

it is clear from reading the patent that one critical aspect of the method - a 
compound that selectively inhibits [COX-2] activity - was hypothetical, for it 
is clear that the inventors had neither possession nor knowledge of such a 
compound. . . . [T]he claimed method depends upon finding a compound 
that selectively inhibits [COX-2] activity. Without such a compound, it is 
impossible to practice the claimed method of treatment. 

Id. at 926. We further noted that the specification contained "no disclosure of any 

method for making even a single 'non-steroidal compound that selectively inhibits 



2008-1079 



7 



APPEAL BRIEF Serial No. 10/520,085 



Evidence Appendix (q) - Page 9 of 12 



activity of the [COX-2] gene product,'" and failed to "steer the skilled practitioner toward 
compounds that can be used to carry out the claimed methods." ]d. at 928, 929. 

Alonso attempts to distinguish his claimed invention from Rochester by 
emphasizing that he reduced his method to practice and identified the resulting 
compound. We are not persuaded by the distinction. "[P]roof of a reduction to practice, 
absent an adequate description in the specification of what is reduced to practice, does 
not serve to describe or identify the invention for purposes of [the written description 
requirement]." Enzo, 323 F.3d at 969. 6 Moreover, while it is true that Rochester 
disclosed no compounds that worked with the claimed method, the one compound 
disclosed by Alonso cannot be said to be representative of a densely populated genus. 

In Rochester , we reasoned that while the specification 

describes what can be done with any compounds that may potentially be 
identified through those assays, including formulation into 
pharmaceuticals, routes of administration, estimation of effective dosage, 
and suitable dosage forms ... the '850 patent does not disclose just which 
peptides, polynucleotides, and small organic molecules have the desired 
characteristics of selectively inhibiting [COX-2]. Without such disclosure 
the claimed methods cannot be said to have been described. 

Rochester . 358 F.3d at 927 (internal citation and quotation marks omitted). We 

additionally found that Rochester had failed to present any evidence that one skilled in 



6 The reduction-to-practice argument also implicates § 112's enablement 
requirement. The Board reversed the examiner's rejection of claim 92 for lack of 
enablement. See Decision , slip op. at 12. Alonso argues that the Board's findings as to 
sufficiency of description and enablement are at odds with one another. It is true that 
the written description and enablement requirements "usually rise and fall together. 
That is, a recitation of how to make and use the invention across the full breadth of the 
claim is ordinarily sufficient to demonstrate that the inventor possesses the full scope of 
the invention, and vice versa." LizardTech , 424 F.3d at 1345. However, we have been 
clear that "[although the legal criteria of enablement and written description are related 
and are often met by the same disclosure, they serve discrete legal requirements." 
Capon v. Eshhar . 418 F.3d 1349, 1360 (Fed. Cir. 2005). "[A]n invention may be 
enabled even though it has not been described." Rochester . 358 F.3d at 921 . 
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the art would have been able to isolate and identify any given compound based on 
Rochester's "vague functional description . . . ." Id. at 928. Even more recently, we 
held that the written disclosure requirement was not met where the claims at issue 
covered a broad "genus of recombinant plasmids that contain coding sequences for 
DNA polymerase . . . from any bacterial source, [but] the narrow specifications of the 
[relevant patents] only disclose[d] the . . . gene coding sequence from one bacterial 
source . . . ." Carnegie Mellon Univ. v. Hoffman-LaRoche Inc. , 541 F.3d 1115, 1125 
(Fed. Cir. 2008) (emphasis added). 

The same is true here. The specification of the 749 Application does not 
characterize the antigens to which the monoclonal antibodies must bind; it discloses 
only the molecular weight of the one antigen identified in Example 2. This is clearly 
insufficient. 7 The specification teaches nothing about the structure, epitope 
characterization, binding affinity, specificity, or pharmacological properties common to 
the large family of antibodies implicated by the method. While Alonso's claim is written 
as a method, the antibodies themselves are described in purely structural language - "a 
monoclonal antibody idiotypic to the neurofibrosarcoma of said human." This sparse 
description of antibody structure in the claim stands in stark contrast to the detailed 
method of making the antibodies found in the specification. 

The Eli Lilly decision is also instructive. In Eli Lilly , the University of California 
laid claim to all vertebrate insulin cDNAs, including the human insulin cDNA, although it 
had identified only the cDNA for rat insulin. See Eli Lilly , 119 F.3d at 1567. 8 We ruled 

7 It bears mentioning that the examiner encouraged Alonso to amend his 
claims to cover only the MAb produced by the identified hybridoma. 

8 The claims at issue in Eli Lilly were directed to "a recombinant plasmid 
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that the written description requirement was not met because "a description of rat insulin 
cDNA is not a description of the broad classes of vertebrate or mammalian insulin 
cDNA." ]d. at 1568. As in Eli Lilly , the specification of the 749 Application contains 
information about only one compound. 9 

Apart from the representative number of species test applied by the Board, we 
have found adequate written descriptive support for a claimed invention where the 
disclosure specifies "relevant identifying characteristics," such as "complete or partial 
structure, other physical and/or chemical properties, functional characteristics when 
coupled with a known or disclosed correlation between function and structure, or some 
combination of such characteristics ." Enzo , 323 F.3d at 964 (emphasis in original). 
Alonso argues that there is a well-known correlation between the structure and function 
of the neurofibrosarcoma-specific antibodies generated by his disclosed treatment 
method. He maintains that the members of the genus of antibodies directed to a 
particular patient's tumor share the same function - they each bind to a patient's 
neurofibrosarcoma, thereby bolstering the patient's immune mechanism and stimulating 
an attack on the tumor cells. As for structure, Alonso argues that because monoclonal 
antibodies are secreted from a hybridoma made from a particular neurofibrosarcoma, 



replicable in [a] procaryotic host containing within its nucleotide sequence a 
subsequence having the structure of the reverse transcript of an mRNA of a vertebrate, 
which mRNA encodes insulin." Eli Lilly, 119 F.3d at 1563 (emphasis in original). 

9 Alonso cites In re Herschler . 591 F.2d 693 (CCPA 1979), where our 
predecessor court held that the disclosure of a single corticosteroid was sufficient to 
describe the genus of physiologically active steroids that could be used in practicing the 
claimed invention. The court based its decision on the fact that the class of implicated 
compounds was "chemically quite similar." ]d. at 701. Alonso argues that the same is 
true with respect to the antibodies generated by a patient's specific neurofibrosarcoma. 
However, he points to no evidence in the record corroborating his "similarity" thesis. 
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the antibodies are necessarily specific. He further argues that there is a "well-known 
correlation between human antibody structure and antibody function." 

Alonso did not raise this structure-function correlation argument in the 
proceedings before the Board. "Failure to advance legal theories before the [B]oard 
constitutes a failure to 'make a complete presentation of the issues,' and permitting a 
party to raise those theories for the first time [after the agency has rendered its final 
decision] would be both inefficient and 'wasteful of administrative and judicial 
resources.'" Boston Scientific Scimed, Inc. v. Medtronic Vascular, Inc. , 497 F.3d 1293, 
1298 (Fed. Cir. 2007). Accordingly, we will not consider this newly minted argument on 
appeal. 10 

III. CONCLUSION 
For the aforementioned reasons, the decision of the Board is affirmed. 
AFFIRMED . 



10 Even were we tempted to consider the argument, Alonso would not be 
entitled to relief. In Noelle , the applicant claimed a human monoclonal antibody (or 
fragment thereof) secreted from a particular hybridoma that binds to an antigen 
expressed on activated T-cells. The application did not, however, disclose any 
structural information about the human antigen. Noelle , 355 F.3d at 1345-46. It 
described only the mouse antigen. We concluded that the function-structure correlation 
test was not met. 

If [the applicant] had sufficiently described the human form of CD40CR 
antigen, he could have claimed its antibody by simply stating its binding 
affinity for the "fully characterized" antigen. [The applicant] did not 
describe human CD40CR antigen. Therefore, [the applicant] attempted to 
define an unknown by its binding affinity to another unknown. 

Noelle , 355 F.3d at 1349. As Alonso has not pointed to any structure for his claimed 
antibodies, there is no structure to which he may correlate the function of his claimed 
antibodies. 
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Robert J. Gunther Jr., Jeffrey A. Tochner, 
and Kurt M. Rogers, of Latham & Wafkins, 
New York, for defendants-appellees Chugai 
Pharma U.S.A. Inc. and Chugai Pharmaceuti- 
cal Co. Ltd. 

Daniel A. Boehnen and Joshua R. Rich, of 
McDonnell Boehnen Hulbert & Berghoff, 
Chicago, 111., for defendant-appellee Bi- 
omerieux Inc. 

Donald R. Ware and Barbara A. Fiacco, of 
Foley Hoag & Eliot, Boston, for defendant- 
appellee Becton Dickinson and Co. 

Frank P. Porcelli, Robert E. Hillman, and 
Charles H. Sanders, of Fish & Richardson, 
Boston, for amicus curiae Fish & Richardson 
P.C. 

Mark S. Davies, attorney, Robert D. Mc- 
Callum Jr., assistant attorney general, and 
Scott R. Mcintosh, attorney, U.S. Department 
of Justice, Washington, for amicus curiae 
United States in support of rehearing en banc. 

Before Lourie, Dyk, and Prost, circuit 
judges. 

Lourie, J. 

ON PETITION FOR REHEARING 
Enzo Biochem, Inc. petitions for rehearing 
of this appeal following our prior decision, re- 
ported at 285 F.3d 1013, 62 USPQ2d 1289 
(Fed. Cir. 2002), in which we affirmed the de- 
cision of the United States District Court for 
the Southern District of New York. The dis- 
trict court had granted Gen-Probe Incorpo- 
rated, Chugai Pharma U.S.A., Inc., Chugai 
Pharmaceutical Co., Ltd., Biomerieux, Inc., 
Biomerieux SA, and Becton Dickinson and 
Company's (collectively, "the defendants' ") 
motion for summary judgment that claims. 1-6 
of U.S. Patent 4,900,659 are invalid for fail- 
ure to meet the written description require- 
ment of 35 U.S.C. § 112, 1 1. Enzo Biochem, 
Inc. v. Gen-Probe Inc., No. 99 Civ. 4548 
(S.D.N. Y. Apr. 4, 2001) (final order). Having 
considered Enzo's petition for rehearing and 
the defendants' response, 1 we have deter- 
mined that our prior decision that a deposit 
may not satisfy the written description re- 
quirement was incorrect. We therefore grant 
Enzo's petition for rehearing, vacate the prior 
decision, and reverse the district court's grant 



1 Amicus curiae briefs were filed by the 
United States Patent and Trademark Office 
and Fish & Richardson P.C. 



of summary judgment that Enzo's claims are 
invalid for failure to meet the written descrip- 
tion requirement. Because genuine issues of 
material fact exist regarding satisfaction of the 
written description requirement, we remand. 

BACKGROUND 
Enzo is the assignee of the '659 patent, 
which is directed to nucleic acid probes that 
selectively hybridize to the genetic material of 
the bacteria that cause gonorrhea, Neisseria 
gonorrhoeae. N. gonorrhoeae reportedly has 
between eighty and ninety-three percent ho- 
mology with Neisseria meningitidis. '659 
patent, col. 2, 11. 61-64. Such a high degree of 
homology has made detection of N. gonor- 
rhoeae difficult, as any probe capable of de- 
tecting N. gonorrhoeae may also show a posi- 
tive result when only N. meningitidis is 
present. Enzo recognized the need for a chro- 
mosomal DNA probe specific for N. gonor- 
rhoeae, and it derived three such sequences 
that preferentially hybridized to six common 
strains of N. gonorrhoeae over six common 
strains of A', meningitidis. Id. srt col. 3, 1. 49 to 
col. 4, 1. 14; col. 4, 11. 45-50. The inventors be- 
lieved that if the preferential hybridization ra- 
tio of N. gonorrhoeae to N. meningitidis were 
greater than about five to one, then the "dis- 
crete nucleotide sequence [would] hybridize 
to virtually all strains of Neisseria gonor- 
rhoeae and to no strain of Neisseria meningi- 
tidis." Id. at col. 12, 11. 60-65. The three se- 
quences that the inventors actually derived 
had a selective hybridization ratio of greater 
than fifty. Id at col. 13, U. 9-15. Enzo depos- 
ited those sequences in the form of a recombi- 
nant DNA molecule within an E. coli bacterial 
host at the American Type Culture Collection. 
Id at col. 13, 11. 27-31. 
Claim 1 is as follows: 
1. A composition of matter that is specific 
for Neisseria gonorrhoeae comprising at 
least one nucleotide sequence for which 
the ratio of the amount of said sequence 
which hybridizes to chromosomal DNA 
of Neisseria gonorrhoeae to the amount 
of said sequence which hybridizes to 
chromosomal DNA of Neisseria meningi- 
tidis is greater than about five, said ratio 
being obtained by a method comprising 
the following steps; 
. (a) providing a radioactively labeled 
form of said nucleotide sequence; 



APPEAL BRIEF SeriaTKo. 10/520,085 Evidence Appendix (r) - Page 3 of 10 



63 USPQ2d 

ment that Enzo's claims are 
to meet the written descrip- 
Because genuine issues of 
regarding satisfaction of the 
a requirement, we remand. 

:kground 

isignee of the '659 patent, 
to nucleic acid probes that 
ize to the genetic material of 
cause gonorrhea, Neisseria 
gonorrhoeae reportedly has 
nd ninety-three percent ho- 
'isseria meningitidis. '659 
il-64. Such a high degree of 
ade detection of N. gonor- 
is any probe capable of de- 
toeae may also show a posi- 
i only N. meningitidis is 
agnized the need for a chro- 
robe specific for N. gonor- 
rived three such sequences 
hybridized to six common 
orrhoeae over six common 
ngitidis. Id. at col. 3, 1. 49 to 
, 11. 45-50. The inventors be- 
weferential hybridization ra- 
■>eae to N. meningitidis were 
t five to one, then the "dis- 
sequence [would] hybridize 
■trains of Neisseria gonor- 
strain of Neisseria meningi- 
12, 11. 60-65. The three se- 
fnventors actually derived 
ybridization ratio of greater 
d1. 13, 11. 9-15. Enzo depos- 
es in the form of a recombi- 
le within an E. coli bacterial 
:an Type Culture Collection. 
7-31. 
jllows: 

3n of matter that is specific 
gonorrhoeae comprising at 
:leotide sequence for which 
he amount of said sequence 
iizes to chromosomal DNA 
gonorrhoeae to the amount 
uence which hybridizes to 
I DNA of Neisseria meningi- 
ir than about five, said ratio 
ed by a method comprising 
I steps; 

g a radioactively labeled 
nucleotide sequence; 



Enzo Biochem Inc. v. Gen-Probe Inc. 



1611 



(b) providing a serial dilution series of 
purified chromosomal DNA from each of 
the N. gonorrhoeae strains; (1) ATCC 
53420, (2) ATCC 53421, (3) ATCC 
53422, (4) ATCC 53423, (5) ATCC 
53424, (6) ATCC 53425, and forming 
test dots from each of said dilution series 
on a matrix; 

(c) providing a serial dilution series of 
purified nucleotide sequences from each 
of the N. meningitidis strains: (1) ATCC 
53414, (2) ATCC 53415, (3) ATCC 
53416, (4) ATCC 53417, (5) ATCC 
53418, (6) ATCC 53419, and forming 
test dots from each of said dilution series 
on a matrix; 

(d) hybridizing equal portions of the la- 
beled nucleotide sequences to the matrix 
provided in step (b) and (c), respectively; 
wherein the hybridization is conducted in 
a solution having a salt concentration of 
2X SSC at (i) 65°C. in cases in which the 
sequence has greater than 50 base pairs 
or (is) at Tm (°C.) minus 30°C. in cases 
in which the sequence has less than 50 
base pairs, wherein Tm is the denatur- 
ation temperature of the sequence; 

(e) quantifying the labeled nucleotide se- 
quence hybridized in step (d) to each test 
dot; 

(0 subtracting from the data of step (e) 
an averaged amount of radioactivity at- 
tributable to background to obtain a cor- 
rected amount of hybridized radioactivity 
at each test dot; 

(g) normalizing the data of step (0 by 
multiplying the amount of corrected ra- 
dioactivity at each test dot by a factor 
which adjusts the amount of radioactivity 
to equal amounts of chromosomal DNA 
at each test dot; 

(h) selecting two normalized values that 
are most nearly the same and that corre- 
spond to adjacent members of the dilu- 
tion series for each of the above strains 
of N. gonorrhoeae and obtaining the av- 
erage of the selected values; 

(i) selecting two normalized values that 
are most nearly the same and that corre- 
spond to adjacent members of the dilu- 
tion series for each of the above strains 
of N. meningitidis and obtaining the av- 
erage of the selected values; 



(j) dividing the lowest average obtained 
in step (h) by the highest average ob- 
tained in step (i) to obtain said ratio. 
Id at col. 27, i. 29 to col. 28, 1. 27 (emphasis 
added). Claims 2 and 3 depend from claim I 
and further limit the hybridization ratio to 
greater than about twenty-five and fifty, re- 
spectively. Id. at col. 2, 11. 27-30. Claim 4 is 
directed to the three deposited sequences (ref- 
erenced by their accession numbers) and vari- 
ants thereof as follows: 

4. The composition of claim 1 wherein said 
nucleotide sequences are selected from the 
group consisting of: 

a. the Neisseria gonorroheae [sic] DNA in- 
sert of ATCC 53409, ATCC 53410 and 
ATCC 53411, and discrete nucleotide sub- 
sequences thereof, 

b. mutated discrete nucleotide sequences of 
any of the foregoing inserts that are within 
said hybridization ratio and subsequences 
thereof; and 

c. mixtures thereof. 
Id. at col. 28, 11. 31-39. Claim 5 is directed to 
an assay for detection of N. gonorrhoeae us- 
ing the composition of claim I. Id. at 11. 40- 
46. Claim 6 further limits the method of claim 
5 to the nucleotide sequences that Enzo de- 
posited {i.e., those in claim 4) and variants 
thereof. Id. at 11. 47-56. 

Enzo sued the defendants for infringement 
of the '659 patent, and the defendants moved 
for summary judgment that the claims were 
invalid for failure to meet the written descrip- 
tion requirement of 35 U.S.C. § 112, f 1. The 
district court, in oral remarks from the bench, 
granted that motion. Tr. of Hr'g at 42, Enzo 
Biochem, Inc. v. Gen-Probe, Inc., No. 99-CV- 
4548 (S.D.N. Y. Jan. 24, 2001). It concluded 
that the claimed composition of matter was 
defined only by its biological activity or func- 
tion, viz., the ability to hybridize to N. gonor- 
rhoeae in a ratio of better than about five with 
respect to N. meningitidis, which it was held 
was insufficient to satisfy the § 112, f 1 re- 
quirement set forth in this court's holdings in 
Regents of the University of California v. Eli 
Lilly & Co., 119 F.3d 1559, 43 USPQ2d 1398 
(Fed, Cir. 1997), Fiers v. Revel, 984 F.2d 
1164, 25 USPQ2d 1601 (Fed. Cir. 1993), and 
Amgen, Inc. v. Chugai Pharmaceutical Co., 
927 F.2d 1200, 18 USPQ2d 1016 (Fed. Cir. 
1991). Tr. of Hr'g at 28. The court rejected 
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Enzo's argument that the reference in the 
specification to the deposits of biological ma- 
terials in a public depository inherently dis- 
closed that the inventors were in possession of 
the claimed sequences. Id at 35. It distin- 
guished this court's precedents concerning de- 
posits as relating to the enablement require- 
ment of § 112, 1 1. Id. at 38-40. Enzo ap- 
pealed to this court; we have jurisdiction 
pursuant to 28 U.S.C. § 1295 (a)(1). 
DISCUSSION 

Summary judgment is appropriate when 
there is no genuine issue of materia! fact and 
the moving party is entitled to judgment as a 
matter of law. Fed. R. Civ. P. 56(c); Anderson 
v. Liberty Lobby, Inc., 477 U.S. 242, 247-48 
(1986). On motion for summary judgment, the 
court views the evidence and any disputed 
factual issues in the light most favorable to the 
party opposing the motion. Matsushita Elec. 
Indus. Co. v. Zenith Radio Corp., 475 U.S. 
574, 587 (1986). A patent is presumed to be 
valid, 35 U.S.C. § 282 (1994), and this pre- 
sumption can be overcome only by facts sup- 
ported by clear and convincing evidence to 
the contrary, see, e.g., WMS Gaming, Inc. v. 
Int'l Game Tech., 184 F.3d 1339, 1355, 51 
USPQ2d 1385, 1396-97 (Fed. Cir. 1999). 
Compliance with the written description re- 
quirement is a question of fact. Vas-Cath Inc. 
v. Mahurkar, 935 F.2d 1555, 1563, 19 
USPQ2d 1111, 1116 (Fed. Cir. 1991). 

Enzo argues that the testimony of its expert, 
Dr. Wetmer, raised a genuine factual issue 
whether the reference to the deposits inher- 
ently described the claimed nucleotide se- 
quences. Enzo also argues that its description 
of the binding affinity of. the claimed nucle- 
otide sequences satisfies the requirement set 
forth in the Guidelines for Examination of 
Patent Applications Under the 35 U.S.C. 112, 
1 1 "Written Description" Requirement, 66 
Fed. Reg. 1099 (Jan. 5, 2001) ("Guidelines"). 
Enzo asserts that the court erred in not evalu- 
ating the patentability of the claims separately, 
pointing out that claims 4 and 6 are directed 
to the three deposited sequences and varia- 
tions and mixtures thereof. Enzo further as- 
serts that the claims per se meet the written 
description requirement because they appear 
in ipsis verbis in the written description. Enzo 
also argues that this court's articulation of the 
written description requirement for genetic 
material in Eli Lilly should not apply to this 
case because Enzo reduced the invention to 



practice and deposited the derived biological 
materials, thereby demonstrating its "posses- 
sion" of the invention. 

The defendants respond that the district 
court properly granted summary judgment be- 
cause the patent described the claimed nucle- 
otide sequences only by their function, which 
they state is insufficient to meet the require- 
ments of § 112, 1 1 as a matter of law, even 
as to the narrower claims directed to the de- 
posited materials. The defendants also assert 
that Dr. Wetmur's opinion that the deposited 
genetic materials could have been sequenced 
did not cure the actual failure of the inventors 
to identify them by some distinguishing char- 
acteristic, such as their structure. Moreover, 
the defendants point out that claims 4 and 6, 
which are directed to the deposited materials, 
each cover a broad genus of nucleic acids. The 
defendants also urge that in ipsis verbis sup- 
port for the claims in the specification does 
not per se establish compliance with the writ- 
ten description requirement. Finally, the de- 
fendants assert that the district court did not 
err in its determination that Enzo's "posses- 
sion" of three nucleotide sequences that it re- 
duced to practice and deposited nevertheless 
did not satisfy the written description require- 
ment of § 112,1 1. 

The written description requirement of 
§ 1 12, H 1 is set forth as follows: 

The specification shall contain a written de- 
scription of the invention, and of the man- 
ner and process of making and using it, in 
such full, clear, concise, and exact terms as 
to enable any person skilled in the art to 
which it pertains or with which it is most 
nearly connected, to make and use the 
same, and shall set forth the best mode con- 
templated by the inventor of carrying out 
his invention. 
35 U.S.C. § 112, 1 1 (1994) (emphasis added). 
We have interpreted that section as requiring a 
"written description" of an invention separate 
from enablement. Vas-Cath, 935 F.2d at 1563, 
19 USPQ2d at 1117 (recognizing the sever- 
ability of the "written description" and "en- 
ablement" provisions of § 112, i 1). Compli- 
ance with the written description requirement 
is essentially a fact-based inquiry that will 
"necessarily vary depending on the nature of 
the invention claimed." Id. (citing In re DiU- 
one, 436 F.2d 1404. 1405, 168 USPQ 592, 
593 (CCPA 1971)). We have also previously 
considered the written description requirement 
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as applied to certain biotechnology patents, in 
which a gene material has been defined only 
by a statement of function or result, and have 
held that such a statement alone did not ad- 
equately describe the claimed invention. Eli 
Lilly, 119 F.3d at 1568, 43 USPQ2d at 1406. 
In Eli Lilly, we concluded that a claim to a mi- 
croorganism containing a human insulin 
cDNA was not adequately described by a 
statement that the invention included human 
insulin cDNA. Id. at 1567, 43 USPQ2d at 
1405. The recitation of the term human insu- 
lin cDNA conveyed no distinguishing infor- 
mation about the identity of the claimed DNA 
sequence, such as its relevant structural or 
physical characteristics. Id. We stated that an 
adequate written description of genetic mate- 
rial " 'requires a precise definition, such as by 
structure, formula, chemical name, or physical 
properties,' not a mere wish or plan for obtain- 
ing the claimed chemical invention," and that 
none of those descriptions appeared in that 
patent. Id. at 1566, 43 USPQ2d at 1404 (quot- 
ing Fiers, 984 F.2d at 1171, 25 USPQ2d at 
1606). The specification in the Eli Lilly case 
thus did not show that the inventors had pos- 
""■"•tn of human insulin cDNA. 
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[1] It is not correct, however, that all func- 
tional descriptions of genetic material fail to 
meet the written description requirement. The 
PTO has issued Guidelines governing its in- 
ternal practice for addressing that issue. The 
Guidelines, like the Manual of Patent Exam- 
ining Procedure ("MPEP"), are not binding 
on this court, but may be given judicial notice 
to the extent they do not conflict with the stat- 
ute. See Molins PLC v. Textron, Inc., 48 F.3d 
1172, 1180 n.10, 33 USPQ2d 1823, 1828 n.10 
(Fed. Cir. 1995). In its Guidelines, the PTO 
has determined that the written description re- 
quirement can be met by "showjmg] that an 
invention is complete by disclosure of suffi- 
ciently detailed, relevant identifying charac- 
teristics ... i. e ., complete or partial structure 
other physical and/or chemical properties, 
functional characteristics when coupled with 
a known or disclosed correlation between 
function and structure, or some combination 
of such characteristics." Guidelines, 66 Fed. 
Reg. at 1106 (emphasis added). For example, 
the PTO would find compliance with § 112, f 
1, for a claim to an "isolated antibodv capable 
of binding to antigen X," notwithstanding the 
functional definition of the antibody, in light 
of "the well defined structural characteristics 



for the five classes of antibody, the functional 
characteristics of antibody binding, and the 
fact that the antibody technology is well de- 
veloped and mature." Synopsis of Application 
of Written Description Guidelines, at 60, 
available at http://www.uspto.gov/web/ 
patents/guides.htm ("Application of Guide- 
lines"}. Thus, under the Guidelines, the writ- 
ten description requirement would be met for 
all of the claims of the '659 patent if the func- 
tional characteristic of preferential binding to 
N. gonorrhoeae over N. meningitidis were 
coupled with a disclosed correlation between 
that function and a structure that is sufficiently 
known or disclosed. We are persuaded by the 
Guidelines on this point and adopt the PTO's 
applicable standard for determining compli- 
ance with the written description requirement. 

Applying those principles, we first inquire 
whether Enzo's deposits of the claimed nucle- 
otide sequences of claims 4 and 6 may consti- 
tute an adequate description of those se- 
quences. Secondly, we will consider whether 
the description requirement is met for all of 
the claims on the basis of the functional abil- 
ity of the claimed nucleotide sequences to hy- 
bridize to strains of Iff. gonorrhoeae that are 
accessible by deposit. 

[2} As to the first question, Enzo asserts 
that the claimed sequences are inherently de- 
scribed by reference to deposits of three se- 
quences that are within the scope of its claims 
Whether reference to a deposit of a nucleotide 
sequence may adequately describe that se- 
quence is an issue of first impression in this 
court. In light of the history of biological de- 
posits for patent purposes, the goals of the 
patent law, and the practical difficulties of de- 
scribing unique biological materials in a writ- 
ten description, we hold that reference in the 
specification to a deposit in a public deposi- 
tory, which makes its contents accessible to 
the public when it is not otherwise available 
m written form, constitutes an adequate de- 
scription of the deposited material sufficient to 
comply with the written description require- 
ment of § 112,1 1. 

The practice of depositing biological mate- 
ria! arose primarily to satisfy the enablement 
requirement of § 1 12, % 3. For example, in In 
re Argoudelis, the patent application claimed 
antibiotic compounds that were produced by a 
microorganism. 434 F.2d 1390 1390 168 
USPQ 99, 100 (CCPA 1970). The applicants 
deposited the microorganism because they 
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could not "sufficiently disclose by written 
word how to obtain the microorganism start- 
ing material from nature." Id. at 1392, 168 
USPQ at 102. By making the biological mate- 
rial accessible to the public, they enabled the 
public to make and use the claimed antibiot- 
ics. Id. at 1393, 168 USPQ at 102-03. In Am- 
gen, we noted the relevance of deposit prac- 
tice to satisfaction of the enablement require- 
ment but rejected the defendants' argument 
that a deposit was necessary in that case to 
satisfy the best mode requirement of § 112, t 
1. See 927 F.2d at 1210, 18 USPQ2d at 1024; 
see also In re Lundak, 111 F.2d 1216, 1217, 
227 USPQ 90, 92 (Fed. Or. 1985) (discussing 
deposit practice primarily in relation to an en- 
ablement rejection and noting that "ta]n ac- 
cession number and deposit date add nothing 
to the written description of the invention" in 
the context of proven availability of a cell line 
prior to filing date). 

Recognizing the importance of biological 
deposits to patent practice, the PTO has pro- 
mulgated rules to address the procedural re- 
quirements relating to such deposits, but it has 
declined to expressly correlate substantive re- 
quirements relating to deposits with particular 
statutory requirements. See Deposit of Bio- 
logical Materials for Patent Purposes, 53 Fed. 
Reg. 39,420, 39,425 (Oct. 6, 1988) (notice of 
proposed rules) (codified at 37 C.F.R. Part 1) 
("The rules are not intended to address which 
requirements of 35 U.S.C. 112 may be met by 
the making of deposits."). The Office does of- 
fer guidance, however, in determining when a 
deposit may be necessary, such as "[wjhere 
the invention involves a biological material 
and words alone cannot sufficiently describe 
how to make and use the invention in a repro- 
ducible manner." MPEP § 2402 (8th ed. Aug. 
2001). The PTO has also issued a regulation 
stating when a deposit is not necessary, i.e., 
"if it is known and readily available to the 
public or can be made or isolated without un- 
due experimentation." 37 C.F.R. § 1.802(b) 
(2001). Inventions that cannot reasonably be 
enabled by a description in written form in the 
specification, but that otherwise meet the re- 
quirements for patent protection, may be de- 
scribed in surrogate form by a deposit that is 
incorporated by reference into the specifica- 
tion. While deposit in a public depository 
most often has pertained to satisfaction of the 
enablement requirement, we have concluded 
that reference in the specification to a deposit 



may also satisfy the written description re- 
quirement with respect to a claimed material. 

In this case, Enzo's deposits were incorpo- 
rated by reference in the specification. A per- 
son of skill in the art, reading the accession 
numbers in the p tent! *ecifi -..Lion, can obtain 
the claimed sequences from the ATCC deposi- 
tory by following the appropriate techniques 
to excise the nucleotide sequences from the 
deposited organisms containing those se- 
quences. '659 patent, col. 13, 11. 27-36. The 
sequences air tl i i I from the disclo- 
sure in the specification. Although the struc- 
tures of those sequences, i.e., the exact nucle- 
otide base pairs, are not expressly set forth in 
the specification, those structures may not 
have been reasonably obtainable and in any 
event were not known to Enzo when it filed its 
application in 1986. See '659 patent, col. 3, 11. 
40-46 (noting severe time constraints in se- 
quencing DNA). We therefore agree with 
Enzo that reference in the specification to de- 
posits of nucleotide sequences describe those 
sequences sufficiently to the public for pur- 
poses of meeting the written description re- 
quirement. 

As the defendants point out, however, En- 
zo's claims 4 and 6 are not limited to the de- 
posited sequences. Claim 4 is directed to 
nucleotide sequences that are selected from 
the group consisting of the three deposited se- 
quences, "discrete nucleotide subsequences 
thereof . . . mutated discrete nucleotide se- 
quences of any of the foregoing inserts that 
are within said hybridization ratio and subse- 
quences thereof!,] and . . . mixtures thereof." 
'659. patent, col. 28, 11. 31-39. Claim 6 is also 
similarly directed to the three deposited se- 
quences and subsequences and mutated varia- 
tions thereof. Id. at 11. 47-56. The specification 
defines a subsequence non-specifically as a 
nucleotide sequence "greater than about 12 
nucleotides." '659 patent, col. 3, 11. 29-30. As 
the deposited sequences are about 850, 850, 
and 1300 nucleotides long, id. at col. 13, 11. 
47-49, there are at least hundreds of subse- 
quences of the deposited sequences, an un- 
known number of which might also meet the 
claimed hybridization ratio. Moreover, Enzo's 
expert. Dr. Wetmur, staled thai "astronomi- 
cal" numbers of mutated variations of the de- 
posited sequences also fall within the scope o; 
those claims, and that such broad claim scope 
is necessary to adequately protect Enzo's in- 
vention from copyists who could otherwise 
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make a minor change to the sequence and the broader invention consisting of mamma- 
*! f V01 l' nfnn ! ement whUe sW ex P loit - iian and vertebrate cDNA, although it was a 



ing the benefits of Enzo's invention. The de- 
fendants assert that such breadth is fatal to the 
adequacy of the written description. On the 
other hand, because the deposited sequences 
are described by virtue of a reference to their 



species falling within the scope of those 
claims. Eli Lilly, 119 E3d at 1567-68, 43 
USPQ2d at 1405. In Eli Lilly, the specification 
and generic claims to all cDNAs encoding for 
vertebrate or mammalian insulin did not de- 
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tion requirement. On remand, the court should 
determine whether a person of skill in the art 
would glean from the written description, in- 
cluding information obtainable from the de- 
posits of the claimed sequences, subse- 
quences, mutated valiants, and mixtures suffi- 
cient to demonstrate possession of the generic 
scope of the claims. . 

We next address the question whether the 
compositions of the broader genus claims 1-3 
and 5 are sufficiently described to meet the re- 
quirements of § 112, 1 1, oh the basis of En- 



of Application of Written Description Guide- 
lines in which the description requirement is 
not met. See Application of Guidelines, Ex- 
ample 17, at 61-64. The PTO has also pro- 
vided a contrasting example of genus claims 
to nucleic acids based on their hybridization 
properties, and has determined that such 
claims may be adequateiy described if they 
hybridize under highly stringent conditions to 
known sequences because such conditions 
dictate that all species within the genus will be 

, . ... - structurally similar. See id., Example 9, at 35- 

deposits of three sequences. If those se- 37. Whether the disclosure provided by the 
quences are representative of the scope of the three deposits in this case, coupled with the 
genus c amis, „ ,f they indicate that the pat- skill of the art, describes the SKrfiS 
entee has invented spec.es sufficient to const,- 1-3 and 5 is a fact q lion 1 district court 
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therefore descriptive of genus claims). Be- adequately described, recognizing the sbmfi- 



cause the district court concluded that the de- 
posited sequences were not themselves de- 
scribed, it did not determine whether that de- 
scription was representative of the genera in 
those claims. Such determination should be 
made on remand. 



cance of the deposits and the scope of the 
claims. 

Enzo argues that all of the claims are ad- 
equately described on another basis, viz., by 
means of the disclosed correlation of the func- 
tion of hybridization with the bacterial DNA. 
petition for rehearing, Enzo states a 
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the deposit numbers of six strains of N. gon- 
orrhoeae to which the claimed nucleotide se- 
quences preferentially hybridize, as well as 
the deposit numbers of six strains of N. men- 
ingitidis that are thereby distinguished. Again, 
as with the claimed nucleotide sequences, the 
sequences of the genomic DNA of those bac- 
teria are not disclosed, perhaps because such 
sequencing would have been unduly burden- 
some at the time of Enzo's invention. '659 
patent, col. 3, II. 40-46 (noting that it would 
take 3,000 scientists one month to sequence 
the genome of one strain of N. gonorrhoeae 
and one strain of N. meningitidis). However, 
as those bacteria were deposited, their bacte- 
rial genome is accessible and, under our hold- 
ing today, they are adequately described in the 
specification by their accession numbers. Be- 
cause the claimed nucleotide sequences pref- 
erentially bind to the genomic DNA of the de- 
posited strains of N. gonorrhoeae and have a 
complementary structural relationship with 
that DNA, those sequences, under the PTO 
Guidelines, may also be adequately described. 
Although the patent specification lacks de- 
scription of the location along the bacterial 
DNA to which the claimed sequences bind, 
Enzo has at least raised a genuine issue of ma- 
terial fact as to whether a reasonable fact- 
finder could conclude that the claimed se- 
quences are described by their ability to hy- 
bridize to structures that, while not explicitly 
sequenced, are accessible to the public. Such 
hybridization to disclosed organisms may 
meet the PTO's Guidelines stating that func- 
tional claiming is permissible when the 
claimed material hybridizes to a disclosed 
substrate, That is a fact question. We therefore 
conclude that the district court erred in grant- 
ing summary judgment that the claims are in- 
valid for failure to meet the written descrip- 
tion requirement. On remand, the court should 
consider whether one of skill in the art would 
find the generically claimed sequences de- 
scribed on the basis of Enzo's disclosure of 
the hybridization function and an accessible 
structure, consistent with the PTO Guidelines, 
if so, the written description requirement 
would be met. 

[3] We next address Enzo's additional argu- 
ment that the written description requirement 
for the generic claims is necessarily met as a 
matter of law because the claim language ap- 
pears in ipsis verbis in the specification. We 
do not agree. Even if a claim is supported by 



the specification, the language of the specifi- 
cation, to the extent possible, must describe 
the claimed invention so that one skilled in the 
art can recogm/- vl t is lai tied. The appear- 
ance of mere indistinct words in a specifica- 
tion or a claim, even an original claim, does 
not necessarily satisfy that requirement. One 
may consider examples from the chemical 
arts. A description of an anti-inflammatory 
steroid, i.e., a steroid (a generic structural 
term) described even in terms of its function 
of lessening inflammation of tissues fails to 
distinguish any steroid from others having the 
same activity or function. Similarly, the ex- 
pression "an antibiotic penicillin" fails to dis- 
tinguish a particular penicillin molecule from 
others possessing the same activity. A descrip- 
tion of what a material does, rather than of 
what it is, usually does not suffice. Eli Lilly, 
119 F.3d at 1568, 43 USPQ2d at 1406. The 
disclosure must allow one skilled in the art to 
visualize or recognize the identity of the sub- 
ject matter purportedly described. Id. 

In Eli Lilly, we were faced with a set of 
facts in which the words of the claim alone 
did not convey an adequate description of the 
invention. Id. at 1567, 43 USPQ2d at 1405. In 
such a situation, regardless whether the claim 
appears in the original specification and is 
thus supported by the specification as of the 

See Guidelines at II 00 (noting Eli ^Lilly's 
clarification of the "original claim" doctrine 
in situations in which the name of the claimed 
material does not convey sufficient identifying 
information). If a purported description of an 
invention does not meet the requirements of 
the statute, the fact that it appears as an origi- 
nal claim or in the specification does not save 
it. A claim does not become more descriptive 
by its repetition, or its longevity. 

Inasmuch as § 112, f 1 requires such de- 
scription, we are not persuaded by Enzo's ar- 
gument that, because the specification indi- 
cated that Enzo "possessed" the claimed in- 
vention by reducing three sequences within 
the scope of the claims to practice, Enzo nec- 
essarily described the invention. It is true that 
in Vas-Cath, we stated: "The purpose of the 
'written description' requirement is broader 
than to merely explain how to 'make and use'; 
the applicant must also convey with reason- 
able clarity to those skilled in the art that, as 
of the filing date sought, he or she was in pos- 
session of the invention." Vas-Cath, 935 F.2d 
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at 1563-64, 19 USPQ2d at 1117. That portion 
of the opinion in Vas-Cath, however, merely 
states a purpose of the written description re- 
quirement, viz,, to ensure that the applicant 
had possession of the invention as of the de- 
sired filing 'date. It does not state that posses- 
sion alone is always sufficient to meet that re- 
quirement. Furthermore, in Lockwood v. 
American Airlines, Inc., we rejected Lock- 
wood's argument that "all that is necessary to 
satisfy the description requirement is to show 
that one is 'in possession' of the invention." 
107 F.3d 1565, 1572, 41 USPQ2d 1961, 1966 
(Fed. Cir. 3997). Rather, we clarified that the 
written description requirement is satisfied by 
the patentee's disclosure of "such descriptive 
means as words, structures, figures, diagrams 
formulas, etc., that fully set forth the claimed 
invention." Id. 

The articulation of the written description 
requirement in terms of "possession" is espe- 
i I fu! when a j £ -, 

entitlement to an earlier filing date under 35 
U.S.C. §§119 or 120, in interferences in 
which the issue is whedier a count is sup- 
ported by the specification of one or more of 
the parties, and m cx paru appiit atir-r- in 
which a claim at issue was filed subsequent to 
the application. See Vas-Cath, 935 F2d at 
1560, 19 USPQ2d at 1114 (describing situa- 
tions in which the written description require- 
ment may arise); Ralston Purina Co. v. Far- 
Mar-Co, Inc., 772 F.2d 1570, 1575 227 
USPQ 177, 179 (Fed. Cir. 1985) (noting, in 
the context of claiming entitlement to the pri- 
ority date of an earlier application, that the 
written description requirement is met if "the 
disclosure of the application relied upon rea- 
sonably conveys to the artisan that the inven- 
tor had possession at that time of the later 
claimed subject matter"). Application of the 
written description requirement, however, is 
not subsumed by the "possession" inquiry. A 
showing of "possession" is ancillary to the 
statutory mandate that "[t]he specification 
shall contain a written description of the in- 
vention," and that requirement is not met if, 
despite a showing of possession, the specifica- 
tion does not adequately describe the claimed 
invention. After all, as indicated above, one 
can show possession of an invention by means 
of an affidavit or declaration during prosecu- 
tion, as one does in an interference or when 
one files an affidavit under 37 C.F.R. § 1.131 
to antedate a reference. However, such a 
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showing of possession alone does not cure the 
lack of a written description in the specifica- 
tion, as required by statute. 

[4] Similarly, we conclude that proof of a 
reduction to practice, absent an adequate de- 
scription in the specification of what is re- 
duced to practice, does not serve to describe 
f ' dc ( f f > the invention for purposes of 
9 112, 1 1. As with "possession," proof of a 
reduction to practice may show priority of in- 
vention or allow one to antedate a reference, 
but it does not by itself provide a written de- 
SCii ption in tin ,tj l, alion We ue 
thus not persuaded by Enzo's argument, rely- 
ing on the PTO's Guidelines, that its disclo- 
sure of an actual reduction to practice is an 
important "safe haven" by which it has dem- 
onstrated compliance with the description re- 
quirement. The Guidelines state: 
Actual reduction to practice may be crucial 
m the relatively rare instances where the 
level of knowledge and level of skill are 
such that those of skill in the art cannot de- 
scribe a composition structurally, or specify 
a process of making a composition by nam- 
ing components and combining steps, in 
such a way as to distinguish the composi- 
tion with particularity from all others. 
Guidelines, 66 Fed. Reg. at 1101. For biologi- 
cal inventions, for which providing a descrip- 
tion in written form is not practicable, one 
may nevertheless comply with the written de- 
scription requirement by publicly depositing 
the biological material, as we have held today. 
That compliance is grounded on the fact of the 
deposit and the accession number in the speci- 
fication, not because a reduction to practice 
has occurred. Such description is the quid pro 
quo of the patent system; the public must re- 
ceive meaningful disclosure in exchange for 
being excluded from practicing the invention 
for a limited period of time. 



CONCLUSION 
For the foregoing reasons, we conclude that 
the district court erred in granting summary 
judgment that the claims of the '659 patent are 
invalid for failure to meet the written descrip- 
tion requirement of § 112, 1 1. While the dis- 
trict judge clearly understood and correctly 
applied this court's existing precedent, we 
nevertheless reverse because this case has 
taken us into new territory and we have held, 
as a matter of first impression, that reference 
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in a patent specification to a deposit of genetic 
material may suffice to describe that material. 
We therefore remand for further resolution 
consistent with this opinion. 

REVERSED and REMANDED 



Enzo Biochem Inc. v. Gen-Probe Inc. 

U.S. Court of Appeals 
Federal Circuit 
No. 01-1230 
Decided July 15, 2002 

(Non-precedential) 

PATENTS 

[1] Patentability/Validity — Specification 
— Written description (§ 115.1103) 

Petition lot rel ring is granted, and re- 
quest for rehearing en banc is denied, in ac- 
tion in which appellate panel held that deposit 
of biological materials in public depository 
does not necessarily satisfy written descrip- 
tion requirement of 35 U.S.C. § 112, and that 
claims for nucleic acid probes which are de- 
scribed solely in terms of their ability to selec- 
tively hybridize to genetic material of bacteria 
that cause gonorrhea do not satisfy written de- 
scription requirement. 



Appeal from the U.S. District Court for the 
Southern District of New York, Hellerstein, J. 

Action by Enzo Biochem Inc. against Gen- 
Probe Inc., Chugai Pharma U.S.A. Inc., Chu- 
gai Pharmaceutical Co. Ltd., Biomerieux Inc., 
Becton Dickinson and Co., and Biomerieux 
SA for patent infringement. Summary judg- 
ment of patent invalidity was affirmed on ap- 
peal in panel opinion issued April 2, 2002 (62 
USPQ2d 1289). On plaintiff-appellant's peti- 
tion for rehearing, case was referred to merits 
panel that heard appeal, and panel vacated its 
decision and prepared revised decision for is- 
suance (63 USPQ2d 1609). Court declined to 
hear case en banc; Lourie, J., joined by New- 
man, J., concurring in that decision in separate 
opinion; Newman, J., concurring in separate 
opinion; Dyk, J., concurring in separate opin- 
ion; Rader, J., joined by Gajarsa and Linn, JJ., 



dissenting in separate opinion; Linn, J., joined 
by Rader and Gajarsa, JJ., dissenting in sepa- 
rate opinion. 

[Editor's Note: The U.S. Court of Appeals 
for the Federal Circuit has indicated that this 
order is not citable as precedent,] 

ON PETITION FOR REHEARING 

ORDER 

A petition for rehearing was filed by the 
plaintiff-appellant, and a response thereto was 
invited by the court and filed by the 
defendants-appellees. The United States 
Patent and Trademark Office and Fish & Ri- 
chardson PC. riled briefs as amici curiae. Tliis 
matter was referred first to the merits panel 
that heard this appeal, which vacated its ear- 
lier decision and prepared a revised decision 
for issuance. Thereafter, at the request of a 
non-panel judge, an en banc poll was con- 
ducted concerning whether the appeal ought 
to be heard en banc. The poll failed. Circuit 
Judges RADER, GAJARSA, and LINN 
would have heard the appeal en banc. 

Upon consideration thereof, 

IT IS ORDERED THAT: 

[1] The petition for rehearing is granted as 
set forth in the pane! opinion issued concur- 
rently with this order. 

LOURIE, Circuit Judge, with whom NEW- 
MAN, Circuit Judge, joins, filed an opinion 
concurring in the court's decision not to hear 
the case en banc. 

NEWMAN, Circuit Judge, filed an opinion 
concurring in that decision. 

DYK, Circuit Judge, filed an opinion con- 
curring in that decision. 

RADER, Circuit Judge, with whom GA- 
JARSA and LINN, Circuit Judges, join, filed 
an opinion dissenting from that decision. 

LINN, Circuit Judge, with whom RADER 
and GAJARSA, Circuit Judges, join, filed an 
opinion dissenting from that decision. 

Lourie, J., with whom Newman, j., joins, 
concurring in the court's decision not to 
hear the case en banc. 

I agree that the court correctly declined to 
hear this case en banc. 

First, it is important to note that the earlier 
panel majority, in response to the petition lor 
rehearing, has reversed its earlier decision. 
Taking the case en banc svould therefore de- 
lay and hence frustrate the remand of the case 



qualify as "work[s] of visual art" under the 
statute. See 17 U.S.C. § 101 (defining "work 
of visual art," in relevant part as "a painting, 
drawing, print, or sculpture, existing in a 
single copy, in a limited edition of 200 copies 
or fewer that' are signed and consecutively 
numbered by the author . . ."). 

H. LEAVE TO AMEND 

[11] Although 1 generally disfavored, 1 5 the 
Court has discretion to grant a party leave to 
amend its complaint even after that complaint 
is dismissed on summary judgment. In this 
case, the Court finds reason to do so. First, the 
Court recognizes that, because of deficiencies 
in the complaint described above, framing the 
issues has proved difficult and to a large ex- 
tent overshadowed resolving those issues. It is 
conceivable that a properly framed complaint 
might raise triable issues with regard to some 
of the clatms that pose the difficulties dis 
cussed above, although in much more limited 
scope. Second, the Court notes that, because 
Abercrombie insisted on proceeding with its 
motion for summary judgment before it had 
sought any discovery, discovery in this case 
was relatively modest Ordinarily, the type of 
challenge to the complaint mounted here 
arises in the context of Rule 12 motions for 
dismissal for failure to state a claim or for 
judgment on the pleadings, in which case the 
CcmrS routinely grams lesve In replead unless 
it determines that any amendment would be 
futile. Accordingly, the Court shall stay the 
entry of judgment in this case for 30 days to 
allow Maharishi to consider whether it is able 
to remedy the defects with respect only to its 
claims for trade dress infringement, unfair 
competition and trade dress dilution, and, if 
so, to file a motion for leave to amend the 
eomplamt. In the event Maharishi fails to file 
a motion for leave to amend in that time, or 
otherwise indicates to the Court that it elects 
not to do so, the Court will issue an amended 
and final judgment, in this case in favor of 
Abercrombie. 



"See, e.g., Freeman v. Continental Gin Co., 381 
F.2d 459, 469-70 (5th Cir. 1967) ("Much of the value 
of summary judgment pruciMiure x the cr.sot fur which 
il is appropriate . . . would be dissipated if a party were 
free to rely on one theory in an attempt to defect a mo- 
tion for summary judgment and then, should that theory 
prove unsound, come back long thereafter and fight on 
the basis of some other theory.") 



IV. ORDER 
Fos the reason? jiseii^e I ^ hi h 
ORDLRL /' 1 i ibt t »u ion ] | , 
\r iui in it V 1 t I f nj „ , 
hi hi cv i i J sm e*. he i i 
■\neuro nb.e I,., si mmai n L, „ K 
missing ail of the cki n> r K , 
'eie.n , granted an I 'h ,.>im.| t , , , 
missed; it U further 

>W>hRI " t i it oi |ud«nien hull he 
ti i roi thiif i 1 1 1 e s I .i il K , 1d , ( , 
hi i 1 I. ; pertiil plai.urt 1 i Jtl ,| 
Bleehrt ti 1 lei M th t isht i t i fik , mA J n 
for leave to amend its complaint wfch respect' 
to its claims for trade dres infrit i , 
fair competition, and trade dress dilution. In 
the event -Maharishi fails to hk* such a motionf: 
or otherwise indicates to the Court ;hat 
elects not to do so, the Court shall is site an 
amended judgment in favoi of Abi-nraii,! . ^ 
to all claims. 
SO ORDERED. 



Noelle v. Lederman 

U.S. Court of Appeals 

Federal Circuit . ;|J 

No. 02-1187 
Decided January 20, 2004 ' 6 

PATENTS 

[1] Patentability/Validity — SpecificdtiqM 
— Written description (§115.1103) 

Patent claim directed to any antibody which 
is capable of binding to particular antigen h.as| 
sufficient support in written description that 
discloses "fully characterized" antigens; thus, 
if applicant has disclosed fully characterized 
antigen, either by structure, formula, chemical 
name, or physical properties, or by depositing, 
protein in public depository, then applicant : 
can claim antibody by its binding aflinity td 
that described antigen. 

[21 Patentability/Validity — Date of inven- 
tion — In general (§ 115.0401 1 

Patentability/Validity — Spc ifi ' " 
Written description (§ 115.1103) 

Applicant's claims to human form of 
"CD40CR" antibody in continuation, applgig 
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IV. ORDER 
' ' i J i a -1 issed. it is hereh 
ORDERED that the motion of d n U 
•rcrombie & Fitch Company and Aber- 
nbie & Fitch Stores, Inc., (colJectivciv 
5 1 " I, i ,i i m ,| , dL, il i i 

■.msj ut the ilnib it t ir j, U! Lllrit 
m is granted am h i i ip nt , , 

' -Tuifhri 
'RDFRED that > nti) i t ji d; n i halt I 
ed tr.i ihirh (it)) d;o non Hi. d i - , 
• >i I j ii piaintfl i u 

hman Ltd. ("Maharishi") to tile a motion 
eave to amend its complaint with respect 
s claim-, tot iu.de dttss hi l,, _fi i j, i, 
- 'ii.o 'nun, tnd Hade du sk u li h , | , 
; vent Maharishi fails to file such a motion, 
itherwise indicates to the Court thai it' 
:s not to do so, the Court shall issue an 
aded judgment in favor of Abercrombie z , 
1 claims. 

ORDERED. 
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U.S. Court of Appeals 
Federal Circuit 
No. 02-1187 
Decided January 20, 2004 

E.NTS 

'atentability/Validity — Specification 
— Written description (§ 115.1103) 
:ent claim directed to any antibody which 
fable of binding to particular antigen has 
irait support in written description that 
>ses "fully characterized" antigens; thus, 
)iicant has disclosed fully characterized 
;n, either by structure, formula, chemical 
, or physical properties, or by depositing 
n in public depository, then applicant 
laim antibody by its binding affinity to 
escribed antigen. 

atentabilityAalidity — Date of inven- 
ion — In general (§ 115.0401) 

entabitity/Validity — Specification — 
Vrttten description (§ 115.1103) 
fficant's claims to human form of 
OCR" antibody in continuation, applica- 



tion are not supported by written description 
prior application, even though earlier appli- 
cation stated that human CD40CR antibody 
binds to human. CD40CR antigen, since prior 
application, which only described mouse 
CD40CR antigen, did not disclose "fully 
characterized" human CD40CR antigen, and 
,iace application therefore attempted to define 
one unknown by its binding affinity' to another 
unknown; moreover, applicant cannot claim 
genus form of CD40CR antibody from de- 
scription of mouse CD40CR antigen, since 
patentee of bibtechnoiogicai invention cannot 
necessarily claim genus after describing only 
limited number of species, in that there may 
be unpredictability in results obtained from 
species other than those specifically enumer- 
ated. 

[3J Practice and procedure in Patent and 
Trademark Office — Interference — 
Rules and rules practice (§ 110.1704) 

Board of Patent Appeals and Interferences 
i n L t applied i way" test n finding 

senior party's patent and junior party's appli- 
ed ii tl person ol 
skill in relevant art would have lacked reason- 
able expectation of success in obtaining senior 
party's claimed human form of "CD40CR" 
antibody if provided with junior party's 
claimed mouse CD40CR antibody and screen- 
ing techniques cited by junior party; even 
though board was not required to conduct sec- 
ond prong of test in order to find no 
interference-in-fact, it nonetheless found that 
person of skill in art would have lacked rea- 
sonable expectation of success in obtaining 
junior party's mouse CD40CR antibody if 
provided with senior party's claimed human 
CD40CR antibody and same screening meth- 
ods. 

[4] Practice and procedure in Patent and 
Trademark Office — Interference — 
Rules and rules practice (§ 110.1704) 

Patentability/Validity — Obviousness — 
Relevant prior art — Particular inven- 
tions (§ 115.0903.03) 

Board of Patent Appeals and Interferences 
correctly found no interference-in-fact be- 

"CD40CR" antibody, since board properly re- 
fused to consider methods of antigen isolation 



it i ind in sj i L i < 1 1 r pai 

ty's prior application, but were not disclosed 
in junior party's claims, and since, given state 
of prior art at time of junior party's applica- 
tion; person of ordinary skill in art would not 
iet lidi jm i i lih >d of success in 
isolating human CD40CR antibodies from 
mouse CD40CR antigen and its antibodies 
disclosed in umoi > )| iicarion 

Particular patents *— Chemical — Hu- 
man antibody 

5,474,771, Lederman, Chess, and Yellm, 
murine monoclonal antibody t5c8) recognizes 
a human glycoprotein on the surface of 
T lymphocytes, compositions containing 
same, finding of no interference-in-fact with 
application no. 08/742,480, in interference no. 
104.415, affirmed. 



Appeal from the U.S. Patent and Trademark 
Office, Board of Patent Appeals arid Interfer- 
ences. 

Patent interference proceeding (no, 
104,415) between Randolph J. Noelle (appli- 
cation no. 08/742,480); junior , party, and Seth 
Lederman, Leonard Chess, and Michael J. 
Yellm (patent no. 5,474,771), senior party. 
Junior party appeals from finding of no 
interfererice-in-fact. Affirmed. 

E. Anthony Figg and Glenn E. Karta, of 
Rothwell, Figg, Ernst <£ Manbeck, Washing- 
ton, D.C., for appellant. 

James F. Haley Jr., Margaret A. Pierri, Jane 
T. Gunnison, and Stanley Den-Kua Liang, of 
Fish &'Neave, New York, N.Y.; John P. 
White, of Cooper & Dunham, New York, for 
appellees, 

Before Clevenger, Bryson. and Gajarsa, cir- 
cuit judges. 

Gajarsa, J. 

This is an appeal from an interference pro- 
ceeding involving the claims of United States 
Patent Application Serial No. 08/742,480 (the 
"'480 application"),. and United States Patent 
No. 5,474-771 '(the- "771 patent"). Randolph 
j. Noelle ("Noelie") is the inventor named on 
the '480 application. Seth Lederman, Leonard 
Chess, and Michael J. Yellin (collectively 
"Ledenrian" ! arc the inventors named on the 

1 patent Nod i Is decision of the 
United States Patent and Trademark Office, 
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Board of Patent Appeals and Interferences 
< Board ), finding no interference-in-fact be- 
tween the '480 application and the 771 patent 
and rejecting claims 51, 52, 53, 56, 59, and 60 
ot the 480 application pursuant to 15 U S C 
§ 102(b) (2000). Noelle v. Lederman, Interft 

friT' 415 m - Pat ' A PP" & Oct 
19. 2001). Because the decision of the Board 
is supported by substantial evidence and is not 
contrary to law, we affirm. 

BACKGROUND 

A. Antibodies 

This case relates to antibodies and their role 
m the immune response system. A vertebrate's 
immune system serves to identify and destroy 
foreign invading organisms and neutralize the 
toxic molecules they produce. Antibodies 
which are proteins also referred to as immu' 
noglobulms ("Ig"), serV e to designate foreign 
particles, bi -adi 3 referred to as antigens for 
destruction by other components of the' im- 
mune system .such as lymphocytes. 1 Lympho- 
cytes, otherwise known as white blood cells 
produce antibodies and destroy antigens.' 
1-cells and B-, Is a I vo types of lym- 
phocytes needed for antibody production. One 
specific type of T-cell is the helper T-cell 
Helper T-cell s recognize antigens and then in- 
duce B-cells to produce antibodies through a 
series of events; First the helper T-cell is acti 
vated after it recognizes an antigen. Once ac- 
tivated, the helper T-cell activates the B-cell 
by a combination of binding with the B-cell 
and secreting signaling molecules. Once the 
1 eil > ! a! i differentia P , ,!ii L 
ates and produces antibodies specific to a par- 
ticular antigen. The antibodies then circulate 
m the bloodstream and permeate other bodily 
fluids, where they bind to the antigen, thereby 
flagging it for destruction. : 

The present interference involves compet- 
ing claims to an antibody ("CD40CR anti- 
body") that represses the cell-to-cell signaling 
interaction between helper T-cells and B-celk 



j, helper T-cells. CD40CR w 

located on the surface ut , p> , ~| 1 
CD40CR antig n ud , 4, , t lki ^ 0 * 
Kerns dov.,, tlK xt.hua to client, 
P- hteiat.on ana ^ lt1 kh , 1|lL , , ' Jt ' r 

< i rtt , l trt , „ ,r ( 

gen lotted on tt,, , « 

1.h,t-n S Us abdit , d theCfWO ' 

tor located on the resting B-cell. B-,,,K ' 
not then become activated, thereby prevent : 

UMOCR antibodies are useful for treatin. 
hyperactive immune system that causes alL : " 
gic reactions and autoimmune diseases ' 



For additional background on the function of anti- 

/« « Ww*. 858 F.2d 731, 733-34 [8 USPQ2d I400T 
Fed Or J988) and HybHrech Inc. u J^SJffl 

' Cell differentiation is the process of modifying a 
" S 1 U 1 " ' r tor „ to become 

more specialized and specific to. the invading antigen 



B. The Interference 

Noelie's '480 application was filed Nov em . : 
1,1996. The '480 application is a contSL 
ation of application Serial No. 08/138 97S 
ooT 9 " s fPP licaEi0 «"X filed November' 14 
1994, which is m turn a continuation 

i ■ - Sei ,1 k,. 07/K35 
cation '), filed on Febmai N o , , 

claims of Noelie's 480 application are di M 

1 u, tot genus, murine ("mouse". t h; 
menc ( 'hybrid"), humanized, and hum - 
forms of the CD40CR monoclonal aniibnnV 
Noelle also claims -the hybridomal 4 ceil \mk 
that produce the CD40CR antibody 

Lederman '$ 77 1 issued patent has an eft • 
tive filing date of November 15 1991 | edei 
man s s 77 1 patent describes and claims the hu- 
man form of CD40CR monoclonal andbod, 
(the 5c8 antibody"). The 5cS antibody bind, 
to the 5c8 antigen located on the surface ut 
activated T cells and the, ! , j 

activation of B cells." Also, Lederman claims, 
a hybndomal cell line created to produce 
monoclonal antibody 5c8. 

3 CD40CR antigen is also referred to as "CW< 
" ' ' ' I 

ply ;'CD40CR " Udcrrmr, -.^ lhc !r , rm ..^ 
SC., or -T-B Ciie-acdvacing mni.ia^" i -T-IUNri a 
1 1 1 h.i:na i i 

> '1 - t , 
KD> lo Scribe the 3y4:: i odV|;,;, :i r^,/ Mrr ' ^ 
CD40CR antigen. V : v;-;; : vflj 
' A hyhridoma is a man- mad.. •^■ iu >- at'-v- omsisf- 

ln p" L< II _ , , 1 

- I > ( h 

amounts u! a fi , : , !rca '- mn;i ,, donar antibody. *fy- : 

1 ' ' ' < - 
creating and using bybritfomass. 
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D40GR antigen 3 „ _ ( 

:>t resting, helper T-cells. CD40CR antigen 
:ts as a "key'* to unlock a protein ("CD40") 
cated on the surface of" resting B-cells. Once 
D40CR antigen and CD40 bind, the B-cell 
tgtns down the pathwav to differentiation 
oliferation, and antibody production. The 
D40CR antibody binds to the CD40CR anti- 
:n located on the T-cell surface, thereby in- 
biting its ability to bind to the CD40 recep- 
r located on the resting B-cell. B-celL can- 
't then become activated, thereby preventing 
s B-cell from producing antibodies. 
MOCR anybodies arc useful for treating a 
peractive immune system that causes aller- 
: reactions and autoimmune diseases. 

The Interference 

Moelle's *4S0 application was filed Noyem- 
• 1, 1996. The '480 application is a contimi- 
>n of application Serial No. 08/338,975 
he '975 application"), filed November 14, 
H, which is in turn a continuation of appli ' 
ion Serial No. 07/835,799 ("the 799 appli- 
ion"), filed on February 14, 1992. The 
ims of Noelle's '480 application arc di- 
ted to the genus, murine ("mouse"), chi- 
rk ("hybrid"), humanized, and human 
us of the CD40CR monoclonal antibody. 
;lle also claims the hybridomal 4 eel! lines 
: produce the CD4QCR antibody, 
.edennan's '771 issued patent has an effec- 
ting date of November 15, 1991. Leder- 
i's '771 patent describes and claims the hu- 
i form of CD40CR monoclonal antibody 
"5c8 antibody"). The 5c8 antibody binds 
the 5c8 antigen located on the surface of 
fated T cells and thereby inhibits T cell 
nation of B ceils." Also, Lederman claims 
ybridotnal cell line created to produce 
oclonal antibody 5c8. 

:D40CR antigen is also referred to as "CD40 
' - J " Crwo Kgaad," 'CD40L and si m 
'CD40CR." Ledermaa uses the ten:: "5c8 a mi- 
or "T-B cell-activating molecule" {"T-BAM") to 
nate the 30-kilodalton human form of CD40CR 
:n. Nodle uses ;he term '>jar iriy^ptv.u-m yi 
to * Ih 5 k i i 1 i i , use hum of 

'CR antigen. 

p 11 1 ifl sue culm-? cuns 

l in. erruu b ,H1 n u , , | 

d lit-.. i [_ 1 i n J 

'', 802 F.2d u n 6 g..6D ;«-]a: t en,; Ih, method :V ; : 
rg and using hybridomas). 
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On September 3, 1999, an interference was 
declared by the United States Patent and 
Trademark Office ("USPTO") between the is- 
sued claims of Lederman's 771 patent and 
Noelle's '480 application. Noelle was desig- 
nated the junior party and Lederman was des- 
ignated the senior party, based on their effec- 
tive filing dates. The USPTO established only 
one count in the interference. The count reads 

The monoclonal antibody of claim 1 of 
5,474,771 or the monoclonal antibody of 
claim 42 or claim 51 of 08/742,480. 

Claim 1 of Lederman's 771 patent reads as 
follows: 

A monoclonal antibody, which spec flea] ) 
binds and forms a complex with the 5c8 an- 
tigen located on the surface of activated T 
cells and thereby inhibits T cell activation 
of B cells, the 5c8 antigen being an antigen 
to which monoclonal antibody 5c8 (ATCC 
Accession No. HB 10916) specifically 



i toclomi! ntir it t i in th re > 
which specifically binds to an antigen ex- 
pressed on activated T cells, wherein said 
antigen is specifically bound by the mono- 
clonal antibody secreted by hybridoma 
MR1 which hybridoma has been deposited 
and accorded ATCC Accession No. HB 
1 1048. 



A monoclonal antibody or fragment thereof 
which specifically binds CD40CR. 

Claim 52 of Noeile's '480 application reads 
as follows: 

The monoclonal antibody or fragment of 
Claim 51, wherein said CD40CR is ex- 
pressed by activated human T cells. 
For sake of the simplicity. Claim 1 of Led- 
erman's 771 patent and Claim 52 of Noeile's 
'480 application will be referred to as claims 
to the "human" form of CD40CR antibody. 
Claims 42 and 51 of Noeile's '480 application 
will be referred to as claims to the "mouse" 
and "genus" forms of CD40CR antibody, re- 
spectively. 



On June 2Ss. 1 > i I i i 1 i held a herring 
to dispose of the parties pre iminan motions: 
Lederman moved to have Noeile's claims re- 
jected and sought to redefine the count. Like- 
wise, Noelle also sought so have the count re- 
defined. The Board denied Lederman's mo- 
tions for judgment aitainsi Noelle's mouse 
el urn-, t r liJ i I t tt r di m n ikdi 
enablement, and ffkielimteness. See 35 U'.S'.C, 
§ 112 (2000). The Board found that Lederman 
had failed to demonstrate that the mouse 
claims in Noeile's '4 SO application laded m 
comply. with 35 U.S.C. § 112, paragraphs (I) 
and (2), as of November 1, 1996, the date No- 
elle filed his '480 application. The Board, 
however, octermined that the human and me- 
ntis claims in Noeile's '480 application failed 
to comply with the written description re- 
quirement pursuant to 35 U.S.C. § 112, para- 
graph (1), as of February 14, 1992, die date 
Noelle filed the previous 799 application. The 
Board made a deta ed i.iKsis ol this court's 
precedent pertaining to the doctrine of written 
description, focusing on the holding from Re- 
gents of the University of California v, Eli 
Lilly & Co. that an "adequate written descrip- 
tion of a DNA sequence claim requires a pre- 
cise definition, such as structure, formula, 
chemical name, or physical properties." 11.9 
F.3d 1559, 1566 [43 USPQ2d 1398] (Fed. Cir. 
1997). the Board analogized the DNA claims 
from Regents to the antibodies in Noeile's ap- 
plication. Accordingly, the Board held that 
Noelle's claims regarding the genus and hu- 
man claims from the '480 application lacked 



n dese 



: in the 



of Noelle's earlier 799 application because 
Noelle failed to describe any structural fea- 
tures of the human or genus antibodies or an- 
tigens. In other words, the Board found, that 
the claims covering the genus and .-human an- 
tibodies constituted new matter because, they 
lacked adequate written description, in. No- 
elle's earlier 799 application. The Board did 
not reject she claims, but rather denied them 
the benefit of the earlier tiling date of Noelle 
799. ..' 

Next, the Board addressed the implication 
of finding a lack of written description for the 
genus and human claims in Noelle's '480 ap- 
plication. The Board determined that the 
claims to the human and genus forms of 
CD40CR antibody in Noelle's '480 applica- 
tion were anticipated by either Lederman 77 1 , 
which claims priority to U.S. Application 07/ 



1.512 



Noelle v. Ledennat; 



792,728, filed November 15, 1991, or Armit- 
age 5,961,974 : (the '"974 patent"), which 
claims priority to U.S. applications 07/ 
783,707 and 07/805,723 filed October 25, 
1991, and December 5, 1991, respectively. 
Noelle had not attempted to distinguish his 
human and genus claims from the prior art 
['1 had co ice: ed that I edermart '771 and Ar- 
mitage '974 would anticipate those claims if 
the '480 application were not afforded the ear- 
lier filing date of Noelle's '799 application. 
Thus, the Board found the genus and human 
claims of Noelle's '480 application to be an- 
ticipated under 35 U.S.C. § 102(b) by the two 
forms of prior art and, as a result, rejected the 
claims to the human and genus forms of 
CD40CR antibodies and their respective cell 
lines pursuant to 37 C.F.R. § 1.641. 

On October 19, 2001, the Board ruled on 
the motions remaining from the previous hear- 
ing. The Board had determined in its previous 
hearing that die deferred motions w ere essen- 
tially requests to decide whether an 
interference-in-fact existed between the two 
parties' claims. Lederman then withdrew his 
pending motions and filed a new motion re- 
questing that the Board find no interference- 
in-fact. - ■ 

The Board concluded from the evidence 
submitted that there was no iriterference-ih- 
fact. The Board reasoned that a person of or- 
dinary skill in the art lacked a reasonable ex- 
pectation of success of obtaining the other 
party's claimed invention giyen the state of 
the art at the time. The Board noted three dif- 
ferent methods disclosed in Noelle's '480 
specification by which a person of ordinary 
skill in the irl Id ha i [ated the human 
form of the CD40CR antibody given the 
mouse version of the CD40CR antibody. Dr. 
Edward A. Clark, Noelle's expert, declared 
that a person skilled in the art would have had 
a reasonable expectation of .success m isolat- 
ing human CD40CR antibody by utilizing the 
methods disclosed m Noelle's specification. 

First, Clark testified that human CD40CR 
antibody could be isolated by immunizing a 
host with human CD40CR antigen expressing 
cells or cell lines and selecting the antibody to 
the CD40CR antigen by functional or compe- 
tition binding with CD40-Fg. 3 Next -.Clark 
suggested methods of making and isolating 



antibodies using affinity purified human 
CD40CR antigen: Last, Dr. Clark declared 
that one skilled in the art could use the mouse 
CD40CR antibody or CD40-Ig to done 
CD40CR antigen DNA usi g , nethodkn, v, 
as expression cloning. 

The Board found that one skilled in the art 
would not have had a reasonable expectation 
of success of isolating human CD40OR ., nil . 
bodies given She mouse form of CD40CR an- 
tigen. At the outset, the Board reasoned th.it 
any reference to Noelle's own specification as 
prior art was improper because the specifica- 
tions underlying the respective claims cannot 
be considered "prior art" and an interference- 
in-fact analysis requires the comparison be- 
tween the parlies' claims, not their specifica- 
tions.. In re Vaeck. 947 E2d 488, 493. PO 
USPQ2d 1438] (Fed, Cir. 199.1). Neverthe- 
less, the Board refuted the three methods dis- 
closed in Noelle's specification and endorsed 
by Clark. First, the Board found that the Im- 
munization technique found m the prior art 
would be ineffective because, at the relevant 
time, one skilled in the art would not have had 
a reasonable expectation of success of identi- 
fying the activated T-celis that produced the 
required CD40CR antigen or of isolating .the 
antigen itself. Second, the Board found, that it 
would have- been "extremely difficult" for. tt 
person of ordinary , .skill in the art to isolate 
successfully CD40-Ig, which-, as Noelle as- 
serted, could then be used to obtain the 
claimed CD40CR antibodies. Third, the Board 
cited statements made during the prosecution 
of Armitage .application 07/969,703 for , the 
proposition that a skilled artisan could not 
have used expression cloning to" isolate 
CD40CR antibody with a reasonable likeli- 
hood of success. . 

Thus, the Boaid determined that a person of 
ordinary skill in the art would not have been 
reasonably likely to isolate human CD40CR 
antibody given Noelle's claimed invention of 
mouse CD40CR antibody, : As a result, the 
Board found no interference-in-fact between 
Noelle's remaining murine CD40CR antibody 
claim and i Lederman' s claim to the human 
form of CD40CR antibody. Noelle timely ap- 
pealed to this court and wc have jurisdiction 
under 28 U.S.C. § 1295(a)(4)(A) (2000). , 



i I '-u la i ti i , i ereii a pcrtio of, 

the CD40 receptor is fused to an immunoglobulin (tg). 
CD40-Ig is therefore not expressed on. the surface. of a 
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antibodies using affinity purified human 
( D40C R antigen 1 Di Chit d] 
that one skilled in the art could use the mouse 
CD40CR antibody or CD40-Tg ro clone 
CD40CR. antigen DNA using a method known 
as expression cloning. 

The Board found that one skilled in the art 
would not have had a reasonable expectation 
of success of isolating human CD40CR anti- 
bodies given the mouse form of CD40CR an- 
tigen. At the outset, the Board reasoned that 
any reference to NoelSe's own specification as 
prior art was improper because the specifica- 
tions underlying the respective claims cannot 
be considered "prior art" and an interference- 
tn-fact analysis requires the comparison be- 
tween the, parties' claims, not their specifica- 
tions. In re Vaeck, 947 F.2d 488, 493 [20 
USPQ2d 1438] {Fed, Cir. 1991). Neverthe- 
less, the Board refuted the three methods dis- 
eased in Noelle's specification and endorsed 
by Clark. First, the Board found that the im- 
munization technique found in the prior art 
would be ineffective because, at the relevant 
time, one skilled in the art would not have had 
j reasonable expectation of success of identi- 
fying the activated T-celis that produced the 
■equired CD40CR antigen or of isolating the 
mtigen itself. Second, the Board found that it 
rould have been "extremely .difficult" for. a 
)erson of ordinary . skill in the art to isolate 
tuceessfully CD40-Ig, .which, as Noelle as- 
terted, could then be used to obtain the 
;f aimed CD40CR antibodies, Third, the Board 
iited statements ..made during the prosecution 
>f Armitage application 07/969,703 for the 
imposition that a skilled artisan could not 
tave used expression cloning to isolate 
:D40CR antibody with, a reasonable likeli- 
lood of success. 

Thus, the Board determined that a person of 
>rdiriary skill in the art would not have been 
easonably likely to isolate human CD40CR 
ntibody given Noelle's claimed invention of 
louse CD40CR antibody. As a result, the 
loard found no interference-in-fact between 
Joelle's remaining murine CD40CR antibody 
laim and Lederman's claim to the human 
?rm.of CD40CR antibody, Noetle timely ap- 
ealcd to this court and we have jurisdiction 
nder 28 U.S.C. § 1295(a)(4)(A) (2000). , 

-cult hul. rater is cMcnlialiv ;i soluble. a'cc-:u>;i ; ai;: 



DISCUSSION 
Whether a specification complies with the 
written description requirement of 35 U.S.C. 
§112, paragraph (1), is a question of fact, 
Vas-Cath Inc. v. Mahurkar, 935 F.2d 1555, 
1562 [19 USPQ2d 1111] (Fed. Cir. 1991), and 
is, in appeals from the Board, reviewed under 
the substantial evidence standard. In re Gart- 
side, 203 R3d 1305, 1315 [53 USPQ2d 1769] 
(Fed.- Cir. 2000). To apply a- substantial evi- 
dence standard, this court must "examin[e] 
the record as a whole, taking into account evi- 
dence that both justifies and detracts from an 
agency's decision." Id. at 1312. A reviewing 
court must ask "whether a reasonable fact 
finder could have arrived at the agency's deci- 
sion." Id. "[T]he possibility of drawing two 
inconsistent conclusions from the evidence 
does not pre em an imitiisira l 
finding from being supported by substantial 
evidence." Id. 

A . Entitlement ' to 1 Priority 

The written description requirement has 
been defined many times by this court, but 
perhaps most clearly in Vas-Cath. The court 
held as follows: 

35 U.S.C. § 1 12. first paragraph, requires a 
"written description of the invention" 
which is separate and distinct from the en- 
ablement requirement. The purpose of the 
"written description" requirement is 
broader than to merely explain how to 
"make and use"; the applicant must also 
convey with reasonable clarity to those 
skilled in the art that, as of the filing date 
sought, he or she . was in possession of the 
invention. The invention is, for purposes of 
the ' written description inqu r> what vet 
is now claimed, 
Vas-Cath, 935 F.2d at 1563 : 64 (emphasis in 
original). Thus, the test to determine if an ap- 
plication is to receive the benefit of an earlier 
filed application is whether a person of ordi- 
nal 4 ill m the art 'won I n i ih 
applicant possessed what is claimed in the 
later filed application as of the filing date of 
the earlier filed application. An earlier appli- 
cation that describes later-claimed genetic ma- 
teria! only by a statement of function or result 
may be insufficient to meet the written de- 
scription requirement. See Regents, 119 F.3d 
at 1566. This court has held that a description 
of DNA " 'requires a precise definition, such 
as by structure, formula, chemical name, or 



physical properties,' not a mere wish or plan 
for obtaining the claimed chemical inven- 
tion." Id. (quoting Zji-m v. Revel, 984 F, 2d 
1164, 1170. [25 USPQ2d 1601] (Fed. Cir. 
1993)). Therefore, this court has held thai 
statements in the specification describing the 
functional characteristics of a DNA molecule 
or methods of its isolation do not adequately 
describe a particular claimed DNA sequence. 
Instead "an .adequate written description of 
DNA requires more (ban a mere statement that 
it is part of the invention and reference to a 
potential method for isolating it; what is re- 
quired is a description of the DNA itself." Id. 
at 1566-67 (quoting Tiers, 984 F.2d at 1171). 
It should be noted, however, that this court in 
Vas-Cath warned that each case involving the 
issue of written description, "must be decided 
on its own facts. Thus, the precedential value 
of. cases in this area is extremely limited." 
Vas-Cath, '935 F.2d at 1562 (quoting In re 
Driscoll, 562 F.2d 1245, 1250 [195 USPQ 
434] (C.C.P.A. 1977)). 

Indeed, the court in Enzo Biochem v. Gen- 
Probe, .Inc,, 323 F.3d 956, 964 . (Fed. Cir. 
2002) {"Enzo Biochem, If), stated, that "the 
written description requirement would be met 
for all of the claims [of the patent at issue] if 
the functional characteristic of [the claimed 
invention was] coupled with a disclosed cor- 
relation between that function and a structure 
that is sufficiently known or disclosed." Also, 
the court held that one might comply with the 
written description requirement by depositing 
the biological material with a public deposi- 
tory such as the American Type Culture Col- 
lection ("ATCC"). Id. at 970. The court prof- 
fered an example of an invention successfully 
described, by its functional characteristics. The 
court stated: 

For example, the PTO would find compli- 
ance with 112, paragraph 1, for a claim to 
an isolated antibody capable of binding to 
antigen X, notwithstanding the functional 
definition of the antibody, in light of the 
well defined structural characteristics for 
the five classes of antibody, the functional 
characteristics of antibody binding, and the 
fact that the an ]i- b, , r lo-jy is well de- 
veloped and mature. 
Id. The court adopted tin: USPTO Guidelines 
as persuasive authority for the proposition that 
a claim directed to "any antibody which is ca- 
pable of binding to antigen X" would have 
sufficient support in a written description that 
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disclosed ''fully characterized antigens.". Syn- 
opsis of Application of Written Description 
Guidelines, at 60, available at http;// 
www.uspto.gov/web/memiAvritten.pdf (last 
visited Jan. 16, 2003) (emphasis added). 

[1] Therefore, based on our past precedent, 
as long as an applicant has disclosed a "fully 
characterized antigen," either by its structure, 
formula, chemical name, or physical proper- 
ties, or by depositing the protein in a public 
depository, the applicant can then claim an an- 
tibody by its binding affinity to that described 
antigen. 

[2] Noelle did not provide sufficient support 
for the claims to the human CD40CR anti- 
body in his '480 application because Noelle 
failed to disclose the structural elements of 
human CD40CR antibody or antigen in his 
earlier 799 application. Noelle argues that be- 
cause antibodies are defined by their binding 
affinity to antigens, not their physical struc- 
ture, he sufficiently described human 
CD40CR antibody by stating that it binds to 
human CD40CR antigen. Noelle cites Enzo 
Biochem II for this proposition. This argument 
fails, however, because Noelle did not suffi- 
ciently describe the human CD40CR antigen 
at the time of the filing of the 799 patent ap- 
plication. In fact, Noelle only described the 
mouse antigen when he claimed the mouse, 
hitman, and genus forms of CD40CR antibod- 
ies by citing to the ATCC number of the hy- 
bridoma secreting the mouse CD40CR anti- 
body, If Noelle had sufficiently described the 
human form of CD40CR antigen, he could 
have claimed its antibody by simply stating its 
bindii affmi i the '"fully characterized" 
antigen. Noelle did not describe human 
CD40CR antigen. Therefore, Noelle at- 
tempted to define an unknown by its binding 
affinity to another unknown. As a result, No- 
elie's claims to human forms of CD40CR an- 
tibody found in his '480 application cannot 
gain the benefit of the earlier filing date of his 
799 patent application. 

Moreover, Noelle cannot claim the genus 
form of CD40CR antibody by simply describ- 
ing mouse CD40CR antigen. Noelle cites 
StaeheUn v. Seeker, 24 U.S.P.Q.2d 1513, 1519 
(Bd. Pat. App. & Int. Sept. 28, 1992), as sup- 
port for his argument that he has rights to the 
genus form of CD40CR antibody. In Staehe- 
Un, Dr. Secher had developed a hybridoma 
that produced a monoclonal antibody targeted 
to an antigen unavailable in pure form. Id-. The 



r i j i i i I il I liei i i| 

in Sector's foreign application, he had re- 
ported the isolation of a hybri do ma-secreting 
antibody to human leukocyte interferon, id. in 
his subsequent U.S. application, Secher 
el .lined It e ge nils lb m el the , ,i ibod) (,( 

1520. The Board held, "Secher's, disclosure 
. . . would have reasonaoly conveyed, to a per-, 
son possessing ordinary skill in the art that 
Secher possess I it later claimed bj 
them in their U.S. application in the sense of 
35 L.S.C. 112, first paragraph." Id. The Board 
held it is not necessary to describe the. exact 
details for preparing every species within the 
genus in order to claim the genus. Id. (dims 
Utter v. Fliraga, 845 F.2d 993. 998 ((, 
USPQ2d !7()9| (Fed. Cir 1988)}. Thus, No- 
elle argues, the disei.os in ii s previous 799 
application of the mouse form of CD40CR an- 
tibody was sufficient to support his later genus 

Noelle's reliance on StaeheUn is misplaced. 
First, ii ; a decision from ih Boat d of Patent 
Appeals and Interferences which may be per- 
suasive but it 'is not binding precedent on this 
court. Second, the Board in StaeheUn' cited 
Utter to supper; the proposition thai a paten- 
tee need not cite every species of an antibody 
in order to claim the genus of that antibody. In 
Utter, this court held that not every species of 
scroll compressor used in air conditioners 
must be described in order for a genus claim 
to meet the written description requirement. 
845 F.2d at 994. Since the Board's decision in 
StaeheUn, this court has subsequently held 
that a patentee of a bibtechhological invention 
cannot necessarily claim a' genus after only 
describing a limited number of species be- . 
cause there may be unpredictability in the re- 
sults obtained from species other than those 
specifically enumerated. See Enzo Biochem il 
323 F.3d at 965; Regents, 119 F3d at" 1568. 
Therefore, to the extent the Board's decision 
in StaeheUn conflicts with our decisions in 
Enzo. Biochem II ' and Regents, it has been lim- 
ited in applicability. 

The Board was also correct in its delermi- . 
nation: that the human and genus claims were 
anticipated by Lederman 77 1 and Anuhag.e 
'974. Tin; Board's decision was supported. by 
substantial evidence, and Noelle conceded- e ; 
that without the earlier filing date of his '799 
application hoe mi' .'re tuiistingiiisluhle 
from the prior art cited by the Board.; 
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mtigen was human leukocyte interferon. Id, 
n Secher's foreign ippli' lion, ie had re- 
ported the isolation of a nyhridoma-secreting 
intibody'to human leukocyte interferon. Id. In 
lis subsequent U.S. application, Secher 
Tainted the genus form of the antibody. Id. n: 
1520. The Board held, "Secher's disclosure 
. . . would have reasonably conveyed to. a per- 
son possessing ordinary skill in the art that 
Secher possessed the genus later claimed by 
them in their U.S. application in the sense of 
35 U.S.C. 112, first paragraph/' Id. The Board 
held it is not necessary to describe the exact 
details for preparing every species within the 
genus in order to claim the genus. Id. (citing 
Utter v. Hiraga, 845 F.2d 993, 998 [6 
USPQ2d 1709] (Fed. Cir. 1988)). Thus, No- 
elk argues, the disclosure in his previous 799 
application of the mouse form of CD40CR an- 
tibody was sufficient to support his later genus 
claims. 

Noelle's reliance n >'re i dn is misplaced 
First, it is a decision from the Board of Patent 
Appeals and Interferences which may be per- 
suasive but it 'is not binding precedent on this 
court. Second, the Board in Staehelin cited 
Utter to support the proposition that a paten- 
tee need not cite every species of an antibody 
in order to claim the genus of that antibody. In 
Utter, this court held that not every species of 
scroll compressor used' in air conditioners 
must be described in order for a genus claim 
to meet the written description requirement, 
845 F.2d at 994. Since the Board's decision. in 
■Staehelin, this court has subsequently held 
that a patented of a biotechnological in vention 
cannot necessarily claim a genus after only 
describing a limited number of species be- 
cause there may be unpredictability in the re- 
sults obtained from species other than those 
specifically enumerated. See Enz.o Biochem !L 
323 F.3d at 965; Regents, 119 F.3d at' 1568. 
Therefore, to the extent the Board's decision 
in Staehelin conflicts with our decisions, in 
Enzo Biochem. II, and Regents, it has been lim- 
i i i plicabili 

The Board was also correct in its determi- 
nation: that the human and genus claims were 
anticipated by Lederman 771 and Armitage 
'974. The Board's decision was supported by 
substantial evidence, and Koelle conceded 
that without the earlier filing date of his ™ ; 
application, his claims were indistinguishable 
from the prior art cited by the Board.: 
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B. Interference-In-Fact 

Interference proceedings are subjected to 
the requirements of 37 C.F.R. §§ 1.601 - 
1.690 (2003), promulgated pursuant to 35 
U.S.C. § 135(a). Eli Lilly v. Bd. of Regents of 
the Univ. of Wash., 334 F.3d 1264, 1267 [67 
USPQ2d 1161] (Fed. Cir. 2003). A patent in- 
terference is designed to "determine whether 
two patent applications (or a patent applica- 
tion and an issued patent) are drawn to the 
same 'patentable invention* and, if so, which 
of the competing parties was first to invent the 
duplicative subject matter." Id. (citing Cons- 
ervolite, Inc. v. Widmayer, 21 R3d 1098, 
1100-01 [30 USPQ2d 1626] (Fed. Cir. 1994)); 
see also 37 C.F.R § 1.601(j). 6 In order to de- 
termine whether the two parties claim the 
same patentable invention, the USPTO has 
promulgated a "two-way" test, which has 
been approved by this court. Eli Lilly, 334 
F.3d at 1270. The two-way test reads as fol- 
lows: 

Invention "A" is the same patentable inven- 
tion as an invention "B" when invention 
"A" is the same as (35 U.S.C. 102) or is 
obvious (35 U.S.C. 103) in view of inven- 
tion "B" assuming invention "B" is prior 
art with respect to invention "A". Invention 
"A" is a separate patentable invention with 
respect to invention ' 
"A" is new (35 XJ.l 
obvious (35 U.S.C. 103) in view of inven- 
tion "B" assuming invention "B" is prior 
art with respect to invention "A". 
37 C.F.R. § 1.601(h). In order for an 
interfercnee-in-fact to exist, invention A must 
anticipate or make obvious invention B, and 
invention B must anticipate or make obvious 
invention A, thereby meeting both prongs of 
the "two-way" test. Eli Lilly, 334 F.3d at 
1268; accord Winter v. Fujita, 53 U.S.P.Q,2d 
1234, 1243 (Bd. Pat. App. & Int. Nov. 16, 
1999). The Board in the present case worded 
the two-way test in a different way as follows: 

Thus, for Lederman to succeed in its mo- 
tion for no in fs n< i fact Lederman 
need only demonstrate that: (i) Lederman's 
claims are not anticipated or rendered obvi- 

0 37 C.F.R. §1.601 (j) reads as follows: 
An interference-in-fact exists when at least one 
claim of a party that is designated to correspond to a 
nt and at least one claim of an opponent that is 
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ous b\ N< eile rr lining mouse" claims; 

or (ii) Noelle's remaining "mouse" claims 

are not anticipated or rendered obvious by 

Lederman's claims. 
(Emphasis in original). 

[3] Noelle's argument that the Board im- 
properly required a two-way patentability test, 
or, as the Board phrased it, a "one-way dis- 
tinctiveness'" test, is without merit in light of 
this court's recent ruling in Eli Lilly uphold- 
ing the Director's two-way test as consistent 
with the language of the regulation. 334 F,3d 
at 1268. Therefore, the Board applied the 
proper "two-way test." First, it determined 
that "one skilled in the art lacked a reasonable 
expectation of success of obtaining Leder- 
man's claimed 'human' subject matter when 
provided with Noelle's 'mouse' subject matter 
and using the sere nin > t hniques cited by 
Noelie." Although the Board did not have to 
conduct the second prong of the test to find no 
interference-i n-fact, it did so anyway by find- 
ing that "one skilled in the art would have 
lacked a reasonable expectation of success of 
obtaining Noelle's 'mouse' subject matter 
when provided with Lederman's claimed 'hu- 
man' subject matter and using the same 
screening methods." Therefore, the Board uti- 
lized the correct test to find no interference- iri- 
fact. 

Noelle's argument that the Board erred in 
its application of the obviousness question in 
the interference-in-fact analysis by ignoring 
the specification in Noelle's '480 application 
is also without merit. Both Lederman and No- 
eile concede that the anticipation portion of 
the interference-in-fact analysis is not an issue 
in light of the agreed variance between claims 
to mouse versus human forms of CD40CR an- 
tibodies. Thus, only the obviousness analysis 
pursuant to 35 U.S.C. § 103 is left to be deter- 
mined. Obviousness is determined as follows: 
a proper analysis under § 103 requires, in- 
ter alia, consideration of two factors: (1) 
whether the prior art would have suggested 
to those of ordinary skill in the art that they 
should make the claimed composition or 
device, or carry out the claimed process; 
and (2) whether the prior art would also 
have revealed thai in so making or carrying 
out, those of. ordinary skill would have a 
reasonable expectation of success. 
In re Vaeck, 947 E2d at 493. Both the sugges- 
tion and the reasot I 1 ation of success 
"must be founded in the prior art, not in the 
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i disclosure." Id.; see also In re 
•m. Co., 837 F.2d 469, 473 [5 
USPQ2d 1529] (Fed. Cir. 1988). 

The parties agree that a skilled artisan 
would have been motivated to obtain the hu- 
man CD40CR antibody if the mouse CD40CR 
antibody were available. The two parties dis- 
agree, however, as to whether the prior art 
would provide a reasonable likelihood of suc- 
cess in so doing. Therefore, the issue before 
us is whether substantial evidence supports 
the Board's determination that one of ordinary 
skill in the art would not have had a reason- 
able expectation of success of isolating the 
other party's invention given the disclosures 
found in the claims. A reasonable likelihood 
of success does not necessarily mean an abso- 
lute predictability, but rather a reasonable ex- 
pectation of success. Yamanouchi Pharm. v. 
Dan bury Pharmacol, inc., 231 F.3d 1339, 
1343 [56 USPQ2d 1641] (Fed. Cir. 2000). 

Noelle argues that the methods disclosed in 
his '799 patent application would have pro- 
vided a reasonable likelihood of success lor a 
person of ordinary skill in the art to isolate hu- 
man CD40CR antibodies using mouse 
CD40CR antibodies. Specifically, Noelle ar- 
gues it would have been obvious to a skilled 
artisan to use the CD40-Ig fusion protein dis- 
closed in the '799 application as a screen to lo- 
cate, within a hybridomal library, monoclonal 
antibodies that specifically bind to human 
CD40CR antigen. Noelle further argues the 
Board improperly ignored this method of an- 
tibody isolation merely because it was dis- 
closed in Noelle 's written description as op- 
posed to Noelle's claims. 

[4] The Board correctly, found no 
interference-in-fact between Noelle's claims 
and Lederman's claims. First, the Board was 
correct in not considering Noelle's methods of 
isolation of human CD40CR antigen using 
CD40-Ig found in his 799 specification be- 
cause the methods were neither part of the 
parties' inventions nor "prior art." USPTO 
rules establish that an interference-in-fact ex- 
ists when both parties claim the "same patent- 
able invention." 37 C.F.R. § i.601(n). A pat- 
entee's invention is only found in a patentee's 
claims, unless the patentee uses sufficient 
meatis-pius-function language to invoke 35 
U.S.C. § 112, paragraph (6). Thus, if the 
Board is to comparetwo inventions, the Board 
must only compare the parties' claims. Noelle 
does not claim a method of isolating CD40CR 
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self. Obviously, if ce 
Lederman's claims w 
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the receptor CD40 it- 



.' amo gnc 



n Noelf. 



could 

resort to the specification or other sources to 
define those terms; however, it is unnecessary 
here as none of the terms in the claims are am- 
biguous. Therefore, Noelle cannot rely on a 
mct'i 1 i m.1 rii _ in it ii { i n k u t 
using CD40-Ig in order iiipri)Uoin Mls 

i s< i ". ii I r t^r ii 1 1 

don because the method is not claimed. 

Second, the Board's determination was sufs . 
ported by substantial evidence because a per. 
son of ordinary skill in the art, given the slate 
of prior art at the time of the '799 filing, vroukl 
not have had a reasonable likelihood of suc- 
cess m i ring bur i in CI ( R n tibodi 
from I mi is . D4 >CR n i, u uui 
body. Noelle argues that one skilled in the art 
would have had a reasonable likelihood of 
success in mamuacmnug a set of hybridomas 
that secrete monoclonal antibodies to acti- 
vated human helper T-eell surface antigens, 
Noelle, as outlined previously, cited three dif- 
ferent screening methods disclosed in his 
specification that would isolate the desired hy- 
bridomas and their antibodies. The first two of 
Noelle's proposed screening methods require 
the use of CD40ig. As the expert testimony of 
Dr. Aruffo. the named inventor in the patent 
claiming CD40-lg, indicated to the Board, it 
would have been unpredictable and unreason- 
able to expect a skilled artisan to produce 
CD40-Ig given the state of the art at the time, 

Finally, Noelle's expert witness, Dr. Clark, 
addressed the third and final proposed screen- 
ing method. Dr. Clark declared that, given the 
mouse form of .CD40CR antibody or CD40-1" 
and the utilization of expression cloning meth- 
ods available at the time, a person of ordinary 
skill in the art would have had a reasonable 
expectation of success in isolating the human 
form of CD40CR antigen. Armitage, however, 
during the prosecution of his '703 application, 
stated that the use of expression cloning could 
not have i tsonahi led ti u t i isolation 
of human CD-I OCR arnieeri. 

After examining the record as a whole, we 
conclude there was substantial evidence to 
support the Board's decision. The Board's de- 
cision t it! 1 v t i r i i h i 
of the art in the early 1990s as described by J 
the expert witnesses, a person of ordinary sioH 
in the u \ juid n l In h ij a seasonable 
likelihood of success in isolating human 
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itigens, CD40-Tg, or the receptor CD40 j f - 
Obviously, if certain terms in Noelle's or 
xlerman's claims were ambiguous, we could 
sort to the specification or other sources to 
•i:t e those terms; however, it is unnecessary 
;re as none of the terms in the ciai ins are arn- 
guous. TIii refore s lie let j >n a 
ethod of isolating human CTMOCR antigen 
;ing CD40-Ig in order to prove obviousness 
;i ween Ins invention and Lederman's inven- 
m because the method is not claimed. 
Second, the Board's determination was sup- 
tried b\ substai t n b cause a per- 

il of ordinary skill in the art, given the state 
' prior art at the time of the '799 filing, would 
)t have had a reasonable likelihood of sttc- 
ss in isolating human CD40CR antibodies 
am the mouse CD40CR antigen and its anti- 
>dy. Noelle argues that one skilled in the art 
Duld have had a reasonable likelihood of 
ccess in manufacturing a set of hybridomas 
at secrete monoclonal antibodies to actt- 
,ted human helper T-ceii surface antigens, 
nelle, as outlined previously, cited three dif- 
rent screening methods disclosed in his 
ecification, that would isolate the desired hy- 
idomas and their antibodies. The first two of 
Mile's proposed screening methods require 
; use of CD40Ig. As the expert testimony of 
:. Aruffo, the named inventor in the patent 
timing CD40-Ig, indicated to the Board, it 
juld have been unpredictable and u 
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Finally, Noelle's expert witness, Dr. Clark, 
dressed the third and final proposed screen- 
l method. Dr, Clark declared that, given the 
:>use form of CD40CR antibody or CD40-Ig 
d the utilization of expression cloning meth- 
s available at the time, a person of ordinary 
ill in the art would have had a reasonable 
pectation of success in isolating the human 
-m of CD40CR antigen. Armitage, however, 
ring the prosecution of his 703 application, 
ited that the use of expression cloning could 
I have reasonably led to successful isolation 
human CD40CR antigen. 
After examining the record as a whole, we 
ttelude there was substantial evidence to 
pport the Board's decision. The Board's de- 
ion was reasonable in shut, given the state 
I he art in the early lv9!K as described by 
s expert witnesses, a person of ordinary ski:! 
the art would not have had a reasonable 
elihood of success in isolating human 



CD40CR antigen given n 



CONCLUSION 
For the foregoing reasons, the decision of 
the Board rejecting claims 51, 52, 53, 56, 59, 
and 60 of Noelle's U.S. Application No. 08/ 
742,480 is affirmed. The decision of the Board 
granting Lederman's preliminary motion of no 
interference-in-fae£ is also affirmed. 

AFFIRMED 
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[1] Rights in copyright; infringement — In 
general (§ 213.01) 

Copyright infringement resulting from in- 
sured homehuijder's construction of house 
based on copyrighted plans, without copyright 
owner's permission, constituted "advertising 
injury" caused by "offense committed in the 
course of advertising" homebuilder's goods 
and services that obligated defendant insur- 
ance company, pursuant to terms of commer- 
cial genera! liability policy, to defend home- 
builder in infringement action brought by 
copyright owner, since builder's placement of 
sign bearing its name outside home site dur- 
ing construction constituted ad^ , u m 
that sign was designed to garnci busin. ss md 
directed its message at public,, since home 
construction was necessary part of that adver- 
tising, and policy does not limit coverage to 
cases in which offense predominantly func- 
tions as advertising, and since. copyright own- 
nr > 1 11 u explicitly seek damages stem- 
ming from home's role as advertising did not 
obviate coverage; 



Appeal from the Missouri Circuit Court, 
Coie County, Kinder, J. 

Action by Kirk King, King Construction 
Inc \me i ' „ Mutual Insurance 
Co. against Continental Western Insurance 
Co. for breach of contract and vexatious re- 
fusal to provide insurance coverage in connec- 
tion with copyright infringement action 
brought by thin i 1> igah plaintiffs Kirk 
Kim: and King Construction Inc. Defendant 
appeals from trial court's judgment that defen- 
dant had duty to defend plaintiffs in copyright 
suit. Affirmed. 

Mark A. Ludwig, of. Carson & Coil, Jeffer- 
son City, Mo., for plaintiff-respondent. 

Brian K. Francka, of Schreimann, Rackets. 
Francka & Blunt, Jefferson City, for 
a 1 nt lppellam 
Before . Ellis, chief judge, and Lowenstein 
and Holhger, judges. 

Lowenstein, J. 

Continental Western Insurance Company 
appeals from the judgment of the trial court 
holding that . Continental had a duty to defend 
Kirk King and King Construction, Inc. (col- 
lectively "King"), in a copyright- 
mtrmgement suit filed against the two. Conti- 
nental insured King under a commercial gen- 
eral liability policy. Plaintiff-Respondent 
King, a custom homebuilder was sued for us- 
ing a copyrighted house plan as its own. The 
Continental policy covers "advertising inju- 
ries" caused by an offense (infringement of 
copyright) committed in the course of adver- 
tising the insured's products. This case pivots 
on whether the placing of a sign bearing the 
builder's name next to a construction site of 
the builder constitutes advertising within the 
meaning of the insurance policy. Continental 
argues that the trial court erred in concluding 
that it had a duty to defend and to indemnify 
King and that American Family Mutual Insur- 
ance Company In ri. nl mily), the prede- 
cessor insurer of King, must split the defense 
and indemmfn at , j> s court rejects 

both points. . 

/. Facts 

William Wiley sued Kirk King and King 
Construction, Inc. (and other parties not im- 
portant h this app I) to < pyrighi infringe 
ment in violation of 17 U.S.C. §§ 101 et seq. 

11 1 lh i Ku lad "knowin is, in 
tentionally and willfully copied Wiley's 
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Anti-Parathyroid Hormone-Like Protein 
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Anti-PTHrP 

Host: Rabbit 
Isotype: IgG 

Immunogen: a synthetic peptide (AEIRATSEVSPNSKPSPNTK) corresponding to amino acids 34-53 of 
human PTHLP 
Form: Liquid 

Formulation: In 0.05 M sodium phosphate buffer, 0.2% gelatin. 
Preservative: £0.1% sodium azide 

Positive Control: Any renal carcinoma cell line or normal skin 

Comments: Recognizes parathyroid hormone-like protein. Does not cross-react with human PTH. 
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IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 
in re Patent Application of 

MASSFELDER »t al. Atty. Ret.: 3865-133 

Serial No. 10/520,085 Group: 1643 

Filed: January 5, 2005 Examiner: Gussow 

For: USE OF PTHRP ANTAGONISTS FOR TREATING RENAL 
CELL CARCINOMA 



Commissioner for Patents 

P.O. Box 1450 

Alexandria, VA 22313-1450 

Sir: 

I, Mustapha OULAD ABDELGHANI, do hereby deolare and say as follows: 

1. 1 have reviewed the above-identified application, i have also considered the 
documents listed herein. 

2. 1 am currently a Research Engineer (IR1, INSERM), In charge of the 
monoclonal antibody facility at the IGBMC (ILLKIRCH, FRANCE). I hold a PhD from 
University of Burgundy, DIJON, FRANCE, earned in (1991), 

3. I have been advised by the applicants' French representative that the U.S. 
Patent Office official in charge of the examination of the application has asserted that 
the specification allegedly fails to describe the use of §n anti-PTHrP (34-53) antibody. I 
have been advised by the applicants' Frenfch;representative that the U.S. Patent Office 
official in charge of the examination of the application has asserted that the 
specification only describes the use of the Ab-2 antl-PTHrP (34-53) antibody which was 



1408844 



27. NOV. 2008 12:13 IGBMC 
APPEAL BRIEF Serial No. 10/520,085 



NS160 P. 3 
Evidence Appendix (u) - Page 2 of 1 1 



MASSFELDERetal. 
Application No. 10/520,085 
Rule 132 DECLARATION 

available from Oncogene and was used in the specification to exemplify the disclosure 
of the application. 

4. For the reasons detailed herein, I believe that one of ordinary skill In the art 
will appreciate that the applicants described the general use of §q anti-PTHrP (34-53) 
antibody as an antagonist for treating a kidney cancer and were in possession of such a 
method as evidenced by the disclosure of the above-identified specification. 

5. One of ordinary skill will appreciate that an "anti-PTHrP (34-53) antibody" 
refers to an antibody that binds residues 34-53 of PTHrP. Evidence of such 
terminology may be found, for example, in the following: 

(1) Okada et al "Immunohistoohemioal Localization of Parathyroid Hormone- 
related Protein in Canine Mammary Tumors" Vet Pathol 34: 356-359 (1997) (describing 
an antibody to "PTHrP (1-36)" (page 356 right column), the use of a "commercially 
available rabbit-derived anti-PTHrP (34-53) antibody" (j£U, and the N-termlnus (1-36) 
and midregion (36-1 1 1) of PTHrP ); 

(2) Verheijen et al, "Parathyroid hormone-related peptide (PTHrP) induces 
parietal endoderm formation exclusively via the Type I PTH//PTHrP receptor" 
Mechanisms of Development 81 (1999) 151-161 (describing the N-terminus of PTHrP 
as "PTHrP (1 -34)" (§§§ page 1 51 , left column), the use of the N-terminal fragment 
"PTHrP(1-34)" and full length version "PTHrP(M4l) B (saflpage 152, right column), 
and fragments spanning amino acids 67-86, 67-94 and 107-139 as "PTHrP(67-86)", 
PTHrP(67-94)" and "PTHrP(1 07-1 39)", respectively (see. page 153, left column and 
Figure 1 , and the "Materials" section on page 158 which describes the source of 
peptides and antibodies)); ■ >■ ■ ' 
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?.1 ASSFELDER et al. 

Application No. 10/520,085 '' '■ 

Rule 132 DECLARATION 

(3) TTiorikay et ^ 

protein»(1-141): purification and biological characterization of the expressed protein" 
Endocrinology, Vol 124, 111-118 (1989) (abstract) (describing "PTHLP" as a 141 amino 
acid protein designated "PTHUP-(1-U1)"); 

(4) Fenton et al., "A oarboxyi-terminal peptide from the parathyroid hormone- 
related protein inhibits bone resorption by osteoclasts" Endocrinology. 1991 
Oct;129(4):1782-8 (Abstract) (describing a carboxy fragment of PTHrP as TTHrP-(l07- 
139)"); 

(5) Santos et al "Up-regulation of parathyroid hormone-related protein in folic 
acid-induced acute renal failure" Kidney International, vol. 60 (2001), pp 982-995 
(describing "anti-PTHRP antibody Ab-2 (Oncogene, Uniondale, NY, USA), [as] 
recognizing the sequence 34 to 53 of human and rat PTHrP" on page 983); 

(6) Garcia-Ocana et al "Cyclosporlne increases renal parathyroid hormone- 
related protein expression In vivo in the rat" transplantation, vol 65, 860-883, No. 6, 
March 27, 1998 (describing "anti-PTHRP antibody Ab-2 (Oncogene, Uniondale, NY ), 
[as] recognizing the sequence (34-53) of human and rat PTHrP" on page 861); and 

(7) Richard, et al, "Humoral Hypercalcemia of Malignancy, Severe Combined 
Immunodeficient/Beige Mouse Modei of Adult T-Ceil Lymphoma Independent of Human 
T-Cell Lymphotropta Virus Type-1 Tax Expression" Am J Pathol. 2001 June; 158(6): 
2219-2228 (describing "polyclonal rabbit anti-PTHrP (PTHrP amino acids 34 to 53) 
(1:100, Ab-2, Oncogene Research Products, Cambridge, MA)"). 

Each of the above-noted references describes fragments of PTHrP by the amino 
acid positions, in parentheses, as recited in the above-identified application. 
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The following references, for example, make similar reference to fragments of 

PTHrP: 

(A) Burtonet al., "Parathyroid hormone reiated peptide can function as an 
autocrine growth factor in human renal cell carcinoma" 1990, Biochemical and 
Biophysical Research Communications, Vol. 167, No. 3, pages 1134-1138; 

(B) Ogata et al (EP 1197225); 

(C) Hoare et ai "Specificity and stability of a new PTHl receptor antagonist, 
mouse T!P(7-38)" Peptides, 2002, vol 23, No. 5, pp 988-998; and 

(D) Sato et at (U.S. Patent No. 6,903,194). 

6. .Sato et al describes "Humanized antl-PTHrP (1-34) Antibody" in Figures 13 

and 1 4. Moreover, Sato et al describes the use of a fragment "[PTHrP(l -34)]" as an 

antigen to produce antibodies as follows: 

"PTHrP used for the immunization of animals includes 
peptides having the whole or part of the amino acid 
sequence of PTHrP prepared by recombinant DNA 
technology or chemical synthesis, and PTHrP derived from 
supematants of cancer cells causing hypercalcemia. For 
example, a peptide [PTHrP(l-34)] comprising the 1st to 34th 
amino acids of the known PTHrP (Kemp, B. E, et al., 
Science (1987) 238, 1588-1570) may be used as the 
antigen." §ee column 7, lines 48-55 of Sato. 

Further, Sato describes antibodies binding human PTHrP as "anti-human PTHrP 

antibodies" and generally antibodies which bind PTHrP as "Anti-PTHrP Antibody". £g£ 

column 10, last line, column 22, line 56, and, for exampie, column 23, lines 25 and 37- 

38 of Sato. i ," 
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MASSFELDER tt al. 
Application No. 10/520,085 
Rule 132 DECLARATION 

7. One of ordinary skill In the art will appreciate that "an antl-PTHrP (34-53) 
antibody" is a general recitation of an antibody which binds to the fragment of PTHrP 
spanning amino adds 34-53. 

8. The above-identified specification describes the following as examples of an 
anti-PTHrP antibody which may be an antagonist according the disclosure: the antl- 
PTHrP(1-34) antibodies (human, rat) of Bachem (Bachem Bbchimie Sari, Voisins-le- 
Bretonneux, France), the antl-PTHrP(34«53) antibody (Ab-2, human) of Oncogene 
(France Blochem, Meudon, France), the antibody #23-57-137-1 (described in particular 
in the patent application EP 11 97225) and the antl-PTHrP(107-139) antibody (human) 
obtained by conventional methods of antibody preparation. See page 9, lines 1 0-1 5 of 
the above-identified specification. One of ordinary skill In the art will further appreciate 
from, for example, page 21 , line 31 ("antJ-PTHrP (34-53)"), page 17, lines 25-28 (The 
anti-PTHrP(34-53) antibody (Ab-2, human) was obtained from Oncogene (France 
Biochem, Meudonm France) and the anti-PTHrP(107-139) antibody (human) was a gift 
of Dr. P. Esbrit (Fundacion, Jimenez Diaz, Madrid, Spain)") and page 27, line 1 ("int. 
region: anti-PTHrP (34-53) antibody (Ab-2, Oncogene) 2 u-g/mr) of the specification, 
that the above-identified specification describes the use of anti-PTH rP antibodies from 
a number of sources as exemplifications of anti-PTHrP antibodies which bind to the 
amino acid fragment described numerically in parentheses (i.e., fragments of PTHrP 
spanning amino acids 34-53 and 107-139 in the above-noted passages), 

9. The above-identified specification describes in the background section the 
previous experiences in the art with anti-PTHrP antibodies and that the above-identified 
application provides a therapy based on the use of PTHrP antagonists to treat patients 
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affected by clear ceil carcinoma (CCC). Sgg page 5, last paragraph of the 
specification. PTHrP antagonists are described In specification as including 
compounds which decrease the biological effect or effects of PTHrP and can include a 
compound binding the PTHrP receptor which partially or wholly inhibits binding of 
PTHrP to its receptor. These antagonists are described as including peptides of PTH 
or PTHrP comprising a substitution or deletion of at least one amino acid of the 
sequence of the PTH and or the PTHrP, or a partial sequence of the PTH or PTHrP 
peptides, optionally comprising a substitution or a deletion of at least one amino acid of 
their sequence. See page 7, lines 3-14 of the specification. 

10, The above-Identified specification further describes that specific examples of 
antagonist compounds binding the PTHrP receptors according to the invention include 
PTHrP (3-34), PTHrP (7-34), PTHrP (8-34), PTHrP (9-34), PTHrP (10-34), the amides 
or variants thereof, variants present a replacement, a deletion or an addition of at least 
one amino acid such as m particular (Asn10, Leu1 1, D-Trp12) PTHrP (7-34) amide 
(human or murine). One of ordinary skill in the art will appreciate that °PTHrP(3-34)", for 
example, is a peptide containing the amino acid sequence of amino acids 3 to 34 of 
the PTHrP peptide. The specification further describes that among the above- 
described polypeptides, are also included those which present a deletion, a 
substitution, an addition or an insertion of at least one amino acid of the peptide 
sequence of PTH or PTHrP and which have an antagonist activity in respect of PTHrP. 
The specification further describes a derivative of TIP (tuberoinfuncfibular peptide) as a 
PTHrP antagonist, such as truncated peptides of TIP(1-39) (tuberoinfundibular 
peptide 1-39), in particular TIP (7-39) and Its derivatives which have been described as 
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powerful RPTH1 antagonists (Hoare et al, Peptides 23 ; 989-998, 2002). See page 7, 
lines 14-26 of the specification. The specification further describes that the PTHrP 
antagonist according to the application may be a non-peptidic compound, £££ page 7, 
lines 27«29 of the specification. 

11. The above-identified specification describes that a PTHrP antagonist 
according to the description can be a compound binding a llgand of the PTHrP 
receptor, thereby partially or even totally Inhibiting the binding of PTHrP to its receptor. 
This compound can be selected from anti-PTHrP antibodies and, more preferably, a 
humanised anti-PTHrP antibody. §ee page 7, lines 30-33 of the specification. 

12. The specification describes that a PTHrP antagonist according to the 
invention can be a compound increasing the presence of active VHL, thereby 
decreasing the biological effect or effects of PTHrP, such as a product of the tumour 
suppressing gene VHL, which can be obtained in particular by gene therapy. The 
specification further describes that a PTHrP antagonist according to the invention can 
be a compound reducing the expression of PTHrP. This compound can bind mRNA or 
the gene of PTHrP, inhibiting, partially or even totally the expression of PTHrP. This 
compound can be for example an antisense oligonucleotide of PTHrp, a RNAi, a 
transcription factor repressing the expression of the PTHrP gene or a compound 
decreasing the stability of the mRNA of PTHrP. Sgfi page 8, lines 1-11 of the 
specification. ' ' 

13. The specification describes that several kinds of PTHrP antagonists such as 
defined throughout the specification can be used for the treatment of kidney cancer. 
The specification describes, for example, a method of treatment including gene therapy 
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and the administration of a PTHrP antagonist such as an antagonist of the PTHrP 
receptor or an anti-PTHrP antibody. S^S page 8, lines 12-17 of the specification. 

14. Antagonists are further described in the specification as including a 
compound, such as an enti-PTH rP antibody, which inhibits the binding of a ligand, such 
as PTHrP, to a PTHrP receptor, Examples of anti-PTHrP antibodies include antibodies 
such as a humanised antibody, a human antibody, a chimeric antibody, an antibody 
{such as the antibody #23-57-137-1 (which binds PTHrP(1-35) gftfi Esaki et a! The 
selection of therapeutic antibodies by kenetic analysis" Btocore Journal - Number 2 
2002, pages 7-8)) obtained from a hybridoma {such as the hybridoma #23-57-137-1) or 
a fragment of an anti-PTHrP which Inhibits binding of a ligand to the receptor and/or a 
modified form of such a fragment. The antibody can be polyclonal or monoclonal. See 
page 8, lines 23-31 and page 9, lines 4-8 of the specification. 

1 5. The above-identified specification describes the following as examples of an 
anti-PTHrP antibody which may be an antagonist according the disclosed invention: the 
anti-PTHrP{l-34) antibodies (human, rat) of Bachem (Bachem Blochlmie Sari, Volslns- 
le-Bretonneux, France), the antl-PTHrP(34-53) antibody (Ab-2, human) of Oncogene 
(France Blochem, Meudon, France), the antibody #23-57-137-1 (described in particular 
in the patent application EP1 1 97225) and the anti-PTHrP(1 07-1 39) antibody (human) 
obtained by conventional methods of antibody preparation. SSS. page 9, lines 1 0-1 5 of 
the above-Identified specification. 

16. The specification further describes the use of fragments of PTHrP as 
antigens to produce anti-PTHrP antibodies in mammals, such as a rodent (e.g., mouse, 
rat or hamster), a rabbit or a monkey. §g§ page 9, line 29 through page 10, line 4 of 
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the specification. Production of anti-PTHrP antibodies from human cells is also 
described, Sfj page 11, fines 16-25 of the specification. Recombinant anti-PTHrP 
antibodies are described. See page 1 1 , line 27 through page 12, line 2 of the 
specification. 

17. Page 14, lines 12-14 of the specification describes the results of Figure 4 of 
the specification as showing the "effect of the antibodies against the various regions of 
PTHrP on the proliferation of the tumor cells 786-0 in vitro measured by the number of 
cells... Figure 4 describes these •regions" as "N-term", "Region int" and "C-term". 
The specification further defines these regions as follows (see page 26, line 33 through 
page 27, line 2 of the specification): 

-N-term; antl-PTHrP(1-34) antibody (Bachem) 1,5 ug/ml 

int. region: anti-PTHrP (34-53) antibody (Ab-2, Oncogene) 2 ug/ml 

CXerm: antl-PTHrP(1 07-139) antibody (P. Esbrtt, Madrid, Espagne) 5 ug/ml" . 

1 8. One of ordinary skill in the art will appreciate that Figure 4 of the 
specification describes results of antibodies binding to regions of PTHrP generally, 
which are described as being applicable to any anti-PTHrP antibody binding the noted 
region of PTHrP, and are considered a demonstration of the applicants disclosure and 
description of the Invention. 

19. Figure 6 of the specification similarly describes results relating to anti-PTHrP 
antibodies which bind to regions "N-term" (i.e., PTHrP(1-34)), "Region Int." (I.e. PTHrP 
(34-53)), and "C-tsrm" (I.e., PTHrP(107-139)) of PTHrP. The corresponding description 
of the specification (i.e., page 27, lines 14-23) describes the general applicability of the 
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results of Rgure 6 as representing "the effect of the antibodies .directed against the 
different regions of PTHrP on the proliferation of the UOK-126 tumor cells in vitro 

20. One of ordinary skill in the art will appreciate that Figure 6 of the 
specification describes results of antibodies binding to regions of PTHrP generally, 
which are described as being applicable to any anti-PTHrP antibody binding the noted 
region of PTHrP, and are considered a demonstration of the applicants invention. 

21 . Figure 8 of the specification similarly describes results relating to anti-PTHrP 
antibodies which bind to regions "N-term" (i.e., PTHrP(1-34)) ( "Region Int." (i.e. PTHrP 
(34-53)), and "C-term" (i.e., PTHrP(107-139)) of PTHrP. The corresponding description 
of the specification (i.e., page 28, lines 1-12) describes the general applicability of the 
results of Figure 8 as representing "the effect of the antibodies directed against the 
different re gions of PTHrP on the proliferation of the UOK-1 28 tumor cells in vitro . . .". 

22. One of ordinary skill in the art will appreciate that Figure 6 of the 
specification describes results of antibodies binding to regions of PTHrP generally, 
which are described as being applicable to any anti-PTHrP antibody binding the noted 
region of PTHrP, and are considered a demonstration of the applicants invention. 

23. One of ordinary skill in the art will appreciate, from the whole of the 
specification, that the applicants were in possession of the claimed Invention, relating to 
the use of §n anti-PTHrP (34-53) antibody. The specification is not limited to the 
specific Ab-2 anti-PTHrP (34-53) antibody used in the examples. 

I hereby declare that all statements made herein of my own knowledge are true 
and that ail statements made on information and belief are believed to be true; and 
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further that these statements were made with the knowledge that willful false 
statements and the like so made are punishable by fine or imprisonment, or both, under 
Section 1 001 of Title 18 of the United States Code and that such willful false 
statements may jeopardize the validity of the application or any patent issued thereon. 

Signed this __27trt„ day of ^.November , 2008. 



(Signature). 




(print name) Mustapha OULAD ABDELGHANI 



